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1.0 Introduction

The purpose of this document is to present the results of the baseline clam
monitoring study conducted for the Cannelton Industries, Inc. site, situated
adjacent to the St. Mary’s River, Sault Ste. Marie, Michigan. This baseline is
being conducted as an initial phase of long-term monitoring to verify the
effectiveness of the selected remedy for this site. There is concern that
indigenous and migrating species utilizing the site may be subject to adverse
impacts from waste materials at the site (Cannelton Ind. 1995a). Metals
contamination in Tannery Bay is largely present in tannery waste and organic
soils, which have the capacity to immobilize metals and limit their
bioavailability.

Previous analyses indicated that contaminated soils, wastes, and sediments have
low potential for leaching (Cannelton Ind. 1995a). The results of these studies
also suggest that there is minimal leaching and movement of contaminants from
site soils into groundwater and surface water. Sediment toxicity and
bioaccumulation studies performed during pre-design investigations indicated
that contaminated soil and sediment which would remain unremediated do not
pose an unacceptable risk to aquatic and terrestrial organisms. However, some
results of these studies were inconclusive. The Pre-Design studies suggest that
the high organic load in Tannery Bay sediments is reducing the availability of
metals for accumulation by aquatic organisms (Cannelton Ind. 1995a). Analysis
of aerial photos indicates that sedimentation is occurring in the western portion
of Tannery Bay and may be providing a natural cap for contaminated sediments.

The Amended ROD (U.S. EPA 1996) requires that a monitoring program for
Tannery Bay include evaluation of the bioavailability of site contaminants to
ensure the protectiveness of the remedy for aquatic organisms and wildlife. In
response to the U.S. EPA’s request, NOAA designed a biological monitoring
program using caged clams and conducted the baseline sampling. This report
details the methods and results for the baseline study, and provides
recommendations for future years” monitoring.

11 Background

The Cannelton Industries, Inc. site, the location of a former tannery, covers 23
hectares (ha) (75 acres) along St. Mary’s River in Sault Ste. Marie, Michigan
(Figure 1). Most of the shore areas are wetlands, with wetland vegetation, soils,
and hydrology. Wetland forest species and emergent cattail marshes are the
primary vegetation types present. From 1900 to 1958, tannery and animal-hide
processing operations were conducted at the site. Waste products from these
operations were routinely discharged to shoreline areas via three facility



drainage systems. Trace elements (chromium, mercury, lead, cadmium, and
arsenic), cyanide, calcium carbonate, sulfide, brine, organic solvents, formic acid,
carbolic acid, formaldehyde, ammonia, and alcohols were the primary
contaminants associated with the waste products (WW Engineering 1991). In
1955 the site became the property of the Fiborn Limestone Company, a
subsidiary of Algoma Steel Corporation. A fire damaged the buildings in 1958,
which were subsequently torn down and removed. The facility has remained
unused and vacant since then. In 1964 the property was transferred to
Cannelton Industries, another Algoma subsidiary.

In 1978, the Michigan Department of Natural Resources determined that soils,
groundwater, and river sediment from the site were contaminated with heavy
metals, primarily chromium and mercury (U.S. EPA 1994). The site was listed as
a National Priorities List (NPL) site in 1990 (U.S. EPA 1994). Supplemental
investigations confirmed that surface sediments in Tannery Bay contained
elevated concentrations of chromium and mercury (Kracko 1992). Maximum
concentrations of chromium and mercury reported in that study were 40,000 and
2.29 mg/kg dry weight, respectively. Laboratory tests conducted with
sediments collected from St. Mary’s River and Tannery Bay suggested potential
toxicity. However, the responses of test organisms were associated, not clearly
correlated, with site contaminant concentrations. The small size of the data set
limits definitive conclusions. Laboratory tests were conducted with the midge
(Chironomus riparius), amphipods (Hyalella azteca), and green algae (Selenastrum
capricornutum). The results of the Chironomus bioassays indicated that sediments
were not acutely toxic; there were no statistically significant differences in
mortality between sample locations and the reference location or the laboratory
control. The weight of C. riparius was moderately correlated (r?=0.63) with
chromium concentration. The results of the Hyalella test were mixed. Mortality
was observed in all sediment samples, including sediment from the upstream
reference location, and ranged from 45% to 100%. There was no correlation
between observed mortality and chromium concentrations, nor between any
other metal concentration or physical parameter measured.

As mandated in the signed 1992 ROD for the Cannelton Industries site, a study
was initiated in 1994 to determine the extent of contamination in river sediments
and the bioaccumulation of chromium and mercury in aquatic biota. Sediments
in Tannery Bay were found to be contaminated with chromium and mercury at
maximum concentrations of 30,000 and 1.7 mg/kg wet weight, respectively (U.S.
EPA/ERT 1995). Fish and crayfish were also collected from Tannery Bay during
that study; tissues were analyzed for metals and percent moisture. Maximum
concentrations of chromium in minnows and crayfish collected from Hairball
Beach were 7.6 and 29 mg/kg wet weight, respectively. Maximum
concentrations of mercury in the same species were 0.03 and 0.08 mg/kg wet
weight, respectively. Based on the results of aquatic studies, the U.S. EPA has
concluded that, although there are potential ecological risks due to mercury



exposure at the site, there is no incremental increase in mercury risk associated
with the site (Jones 1996). This decision was based on the absence of any
demonstrated difference in mercury body burden between the reference and any
other sampling locations, or between sampling locations. The mercury risk
conclusion was consistent with the system-wide problem of mercury in St.
Mary’s River.

1.2 Program Objectives

The purpose of the biomonitoring program is to document whether the selected
remedy for the site is effective at reducing concentrations of bioavailable trace
elements in Tannery Bay. The specific objectives of the biomonitoring program
are to determine 1) whether chromium, total mercury, methylmercury, lead,
cadmium, and arsenic in Tannery Bay sediments are available to biota residing
in and/or using the Bay, and 2) whether exposure to bioavailable concentrations
of metals may adversely affect local biota.

The objective of this study is to provide baseline data for the biomonitoring
program. To assess availability, uptake of these trace elements was measured in
tissues of caged clams, Corbicula fluminea, transplanted to Tannery Bay and
reference areas. Changes in bioavailability over time will be determined by
comparing tissue residue levels measured in future years with the values
measured in the present baseline study. Survival and changes in clam whole-
animal weights and end-of-test tissue weights were evaluated as indicators of
potentially adverse effects. This study is not designed to assess all acute and
chronic aquatic toxicity endpoints. Therefore, lack of effects demonstrated by
this study does not preclude the potential for reproductive or other physiological
effects. Measurements made during 1997 will provide a baseline for subsequent
monitoring years. Impacts of contamination to the ecological food chain will be
assessed in subsequent sampling events following remediation.

The long-term biomonitoring program will generate biological and chemical
data to meet the program objectives. This biomonitoring program has three
components: 1) evaluation of clams transplanted to the study area for uptake of
trace elements and growth effects, 2) analysis of sediments for concentrations of
metals and selected physicochemical parameters, and 3) analysis of surface
water for chlorophyll-a and selected physicochemical parameters. Evaluation of
these synoptic data can be used to evaluate changes in chemical bioavailability
and potential effects on local biota.



2.0 Study Design and Methods

This section describes the methods used in the baseline biomonitoring study
with caged clams. The bioavailability of chemicals was assessed by measuring
accumulation in clam tissues after a fixed exposure period. Effects from
exposure to site-specific conditions were assessed by comparing survival and
changes in growth among stations. The methods used to collect and analyze the
surface-water and sediment samples are being prepared by Cannelton as a
separate report. The appendices contain all data obtained during the baseline
monitoring study, as well as the statistical processes used to analyze this data,
and procedures for elements of this study that are not readily available in the
open literature.

2.1 Site Description, Sampling, and Reference Stations

The Cannelton Industries site is located on the south bank of St. Mary’s River in
Sault Ste. Marie, Chippewa County, Upper Peninsula, Michigan (Figure 1). The
site is bounded to the north by St. Mary’s River and Tannery Bay, to the south by
4t Avenue and the Soo Railway, to the west by 18t Street, and to the east by
open land. Tannery Bay and St. Mary’s River were general waste dumping
areas and tannery waste discharge areas during facility operations (U.S.
EPA/ERT 1995). Aerial photographs indicate that some of the tannery waste
deposited on the St. Mary’s River shoreline has eroded over time. Both this
eroded material and material dumped into the river during the plant’s operation
were likely carried downstream by the river and deposited both along the
shoreline of Tannery Point and in the low-energy water found downstream in
Tannery Bay (WW Engineering 1991).

Tannery Bay was selected as the primary area of investigation for this
biomonitoring program because sediments from this area historically have the
highest concentrations of trace elements associated with tannery wastes. Eight
stations in Tannery Bay were monitored during this baseline monitoring study
(Figure 1). The distribution of stations in Tannery Bay was designed to allow a
thorough evaluation of chemical bioavailability. Some of these stations represent
areas previously identified as ihot spotsi of chromium and/or mercury
contamination.

Reference areas have a key role in evaluating field bioassays. Reference areas
should be similar to the treatment sites, with no source of contamination, and
reflect conditions that exist at the treatment sites. Because of the difficulty in
identifying one representative reference site, more than one reference station is
used. In this approach, the reference locations are not viewed as a single station
or point, but as the average of all the individual reference samples. Because of
widespread contamination in Tannery Bay and in St. Mary’s River in the vicinity
of the tannery site, it was deemed necessary to situate reference stations in other



embayments of the river. Potential reference sites along the open shore areas of
St. Mary’s River to the west of the Cannelton facility-including Seymour Creek,
Izaak Walton Bay, and Waiska Bay-were surveyed and evaluated for their
suitability as reference areas. One reference station (Reference Station 1) was
established in Waiska Bay to represent highly vegetated, shallow habitats. A
second reference station (Reference Station 2) was established in St. Mary’s River
near the mouth of Seymour Creek to represent sandy, shallow habitats with
minimal vegetation. St. Mary’s River is a highly dynamic system, with very few
low-energy areas similar to Tannery Bay making it difficult to identify areas
appropriate for use as reference.

In addition to the two reference areas, a holding site was identified and used for
short-term holding of clams and as a source of clean water from St. Mary’s River.
The holding site was located nearshore in St. Mary’s river upstream of the old
Oriole Boulevard boat ramp (Figure 1).

2.2 Species Selection

A non-resident freshwater clam, Corbicula fluminea, was selected for this
monitoring program because they are routinely used in environmental
assessment programs and have been used extensively to assess metals and
organic chemical contamination (Belanger et al. 1987; Colombo et al. 1995;
Doherty 1990; Elder and Mattraw 1984; Farris et al. 1988; Foe and Knight 1987;
Leland and Scudder 1990; Luoma et al. 1990; Mac et al. 1984; Tatem 1986).
Corbicula fluminea exhibit a high tolerance for the effects resulting from exposure
to toxic substances. They accumulate and concentrate trace elements and metals
to concentrations that are orders of magnitude greater than concentrations found
in surface waters without demonstrating high rates of mortality. If the
transplanted species shows accumulation of chemicals, then exposure and effects
in resident species, including predator species, may also be of concern.

Corbicula live in the sediments but are filter feeders - they feed primarily on
suspended seston (i.e., phytoplankton, bacteria, and fine detritus) by filtering
suspended material from water as it passes over the gills. Corbicula filter
particles from 1.5 to 10 microns () in size and can efficiently filter particles
smaller than 1.0 p. Although Corbicula inhabit, and remove detrital particles
from the sediments, they do not ingest sediment directly (D. Cherry, pers.
commun. 1998). Researchers conducting extensive studies on Corbicula over the
past 20 years have examined numerous clams and found none to contain
sediment in their gut. Denser, larger particles are bound in mucus and carried
by a ciliated ventral groove to the tip of the palp for release onto the mantle as
pseudofeces; pseudofeces are carried by mantle cilia and expelled through the
inhalant siphon. Particle sorting appears to be a function of particle size and
density (McMahon 1991). This feeding strategy makes Corbicula a good
biomonitoring organism: they are actively exposed to the sediment/surface-
water interface where chemical activity and chemical exchange between the
water and sediments are high due to continuously changing physical/chemical
conditions (D. Cherry, pers. commun. 1998).
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2.3 Clam Collection, Sorting, Distribution, and Deployment

Clams (Corbicula fluminea) were collected by hand from runs and riffles in Saline
River, Arkansas on July 8, 1997 by Dr. J. L. Farris, Arkansas State University. All
clams were collected from areas presumed free of chemical contamination,
disease, and pest species (e.g., Zebra mussels). At the collection site, clams were
sorted by size (>1 cm, <3 cm shell length) and checked for condition (i.e.,
damaged shells). Clams outside the desired size range or in poor condition were
rejected. Clams were held in a laboratory flow-through system without
sediment for 4 days for acclimation to temperature, dissolved oxygen, and pH
conditions characteristic of the deployment sites. The clams were not fed during
the acclimation period to encourage elimination of all material from the gut.
After acclimation, approximately 5000 clams were placed in ice chests containing
cool, moist packing material (not wet) and sent via air freight to Sault Ste. Marie,
Michigan. Total shipment time was approximately 15 hours. Within 6 hours of
delivery in Sault Ste. Marie on July 15, 1997, the clams were removed from their
packing and inspected for overall condition. The clams appeared to be in
excellent health, with less than 1% mortality.

Whole-animal wet weight, measured to the nearest 0.01 g, was the criterion used
to select clams for this baseline monitoring study. The clams were removed
from their packing material and placed into tubs containing fresh water from the
holding site. All clams were processed and treated according to the draft
guidelines submitted to ASTM for review (Appendix A). A rough sort was
conducted to separate clams into small, medium, large, and extra large size-
classes. Based on the distribution of sizes, the number within each size category,
and the amount of tissue required for chemical analyses, only clams >4.0 and
<8.0 g whole-animal wet weight were selected for use in this study. Following
the rough sort, the clams were distributed to the mesh tubes as described below.
The pre-sorted clams were maintained in the holding tubs until needed for
distribution. Their normal temperature range was maintained during all phases
of the setup activities by placing bags of ice in the tubs of fresh river water.
Detailed attention was given to the care and handling of clams throughout the
setup process to minimize stress to the animals and to ensure that all test animals
were of high quality.

Just before the final measurement and distribution processes, small batches of
clams were removed from the holding tubs and placed into smaller bowls filled
with cool, fresh water. The clams were kept in water before being measured to
ensure the internal cavity between the shells was completely filled with water,
eliminating potential errors in whole-animal wet weights associated with air
bubbles. Only live animals that were completely submerged and fully closed, or
those that closed immediately upon light physical stimulation, were used.
Closed clams that appeared to be ifloatingi or ibuoyanti were not used because
this is a sign of air bubbles between the shells.



The measurement process involved obtaining and recording the whole-animal
wet weight for each clam, measured to the nearest 0.011g with an electronic
balance. After the weight measurements, each clam was placed into a pre-
labeled mesh tube ~10.2 cm (4 inches) in diameter and 2.1 m

(7 tt) long; 0.6-cm (0.25-inch) mesh size. Nylon cable ties were used to separate
individual clams within the tube. Each tube contained 25 clams. After all clams
were distributed to the mesh tubes, they were placed in an ice chest and
transported to the holding area for overnight deployment. To minimize
predation, the mesh tubes containing clams were placed inside an envelope
made of heavy-duty plastic screen. The clams were held at this location for
approximately 14 hours before deployment in Tannery Bay beginning on July
16, 1997.

Four cages, each containing 75 clams, were deployed at ten stations: eight
Tannery Bay and two reference stations. Station 11 was used to represent the
clams to be used for beginning-of-test weight measurements and chemical
analysis of tissues. Prior to deployment in Tannery Bay and at the reference
stations, the mesh tubes containing clams were affixed to cages ~0.5 m wide by 1
m high constructed of 2.5-cm diameter polyvinyl chloride (PVC) pipe material.
Each cage contained 75 clams, and 4 cages were prepared for each station for a
total of 300 clams per station. Large nylon cable ties were used to secure the
mesh bags to the PVC cage. One continuously recording temperature-
monitoring device was attached to one clam cage for each station and set to
collect temperature data at 12-min intervals over the deployment period. The
cages were then wrapped with the heavy-duty plastic screen (~2.5-cm mesh size)
to discourage predators. The completed cages were then placed back into the
water at the holding area until deployment.

Before deployment, a random-numbers table was used to assign cages to
stations. The cages, numbered from 1 to 44, were assigned station numbers by
using the first 2 digits of the 5-digit random numbers. If the 2-digit number was
between 01 and 11, it was used as the station number for Cage 1. The next 2-
digit number between 01 and 11 was identified and used as the station number
for Cage 2. This process was continued until all cages were assigned a station
number from 1 through 11, with four occurrences of each station number.



The data were normally distributed; an Analysis of Variance test (ANOVA) was
used to confirm statistically similar size distribution of clams among cages and
stations (P=0.05). At the beginning of the test, the mean clam weight was
statistically similar among all 44 cages. The data were pooled by station and
analyzed for similar size distribution; there was no statistical difference in mean
clam size among any of the 11 stations at the beginning of the test. Results of the
statistical analyses are summarized below; complete details are provided in
Appendix D.

ANOVA Results
H, = No significant differences in whole-animal wet weight among cages.

Source of Variation SS df MS F P-value F crit
Between groups 32.243: 42 0.7677 1.093392 0.314455 1.387843
Within groups 2234.168 3182

0.702127
Total 2266.411 3224
ANOVA Results

H, = No significant differences in whole-animal wet weight among stations.

Source of Variation SS df MS F P-value F crit
Between groups 5.851184 10 0.585118 0.831173 0.598455 1.833573
Within groups 2315.347 3289 0.703967

Total 2321.199 3299

SS-sums of squares; df-degrees of freedom; MS—mean square; F-F statistic = group MS/ error MS;
P-value—probability value; F crit—critical value for determining significance of F statistic.

Cages were deployed at Stations 1, 3, 4, 5, 6, and 8 on July 16, 1997. The
remaining cages for Stations 2, 7, 9 and 10 were held overnight at the holding
area until deployment the following day. Four cages of clams were deployed at
each station and placed about 2 m apart around the center of the station (Figure
2). A cement block was positioned in the center of the deployment station. The
cages were secured to the block with nylon rope and situated ~2 m from the
block. Smaller cement blocks were used as weights to hold each cage in
position. Surface markers were used to identify the deployment locations.
Cages for Station 8 and Reference Station 2, areas likely encountered by boaters,
were labeled with a warning tag to discourage vandalism or removal by
trespassers. Stations were positioned using a Trimble ProXL and ProBeacon
differential GPS. Latitude and longitude coordinates for the stations are
provided in Table 1. The survey locations are accurate to approximately +2 m.

The water depth at each station was taken during deployment using a stick and
metal tape measure. Depths ranged from 0.5 m (1.6 ft) to 1.4 m (4.5 ft) (Table 1).
Because of the concern that some areas of Tannery Bay or Saint Mary’s River
would be exposed to air during a seiche, two pressure transducers (InSitu, Inc.,
PDX-260) were installed on July 18, 1997, one at the inortherni end of the bay
and one at the isoutherni end (Figure 1). The purpose of these transducers was
to record water-level changes over the course of the biomonitoring study.
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The transducers were removed on September 10, 1997. Figure 3 illustrates the
water-level fluctuations during the study. The water levels ranged from - 0.2 to
0.4 m (- 0.47 to 0.97 ft) relative to the initial baseline measurement (Table 1).
Comparing the initial water depths with the changes in depth shown in Figure 3
shows that the clams remained submerged throughout the entire study.

24 Beginning-of-Test Tissue Preparation

An additional 300 clams (i.e., 4 cages of 75 clams each) were used for initial
tissue-weight determinations and chemical analyses to obtain background
concentrations of contaminants. For tissue chemistry analysis, tissues from 75
individual clams in each cage are combined to form a replicate; therefore, each
cage is considered an analytical replicate. All equipment (i.e., shucking knives
and the aluminum foil covering the cutting boards) used during tissue extraction
was thoroughly cleaned before processing a new batch (i.e., replicate) according
to the following process: Wash with Liquinox, rinse with hot tapwater, rinse
with deionized water. Prior to tissue removal, all staff thoroughly washed their
hands with Liquinox. Gloves were not worn during the shucking process to
reduce the potential for injury from slippery hands and handling wet clams.
The shucking process began by notching the clam shell with a sturdy knife to
allow penetration of a thin-bladed knife. A thin-bladed stainless steel knife was
inserted into the notch and used to slice the clams in half. After the shells were
spread apart, the thin-bladed knife was used to remove the soft tissues. The
severed tissue was held in such a position that the excess liquid was allowed to
drain. The soft tissues were kept on the shell during extraction and after
complete separation. The shell was used as a tholding dishi until tissue weights
were made. A weigh pan was made from decontaminated aluminum foil. The
soft tissues were placed on the weigh pan using the original shucking knife.

When all tissues of a ireplicatei were weighed, the tissues were transferred from
the weigh pan to certified clean sample jars provided by Brooks Rand, the
analytical laboratory. Each sample jar was tightly capped, affixed with a
prepared label, and placed in the freezer. The aluminum-foil weigh boat and
cutting-board cover were discarded after all tissues of a given replicate were
shucked and weighed. All shucking equipment was decontaminated before
proceeding to the next sample.

The average whole-animal wet weights by cage for these 300 clams were
statistically similar to each of the other cages prepared for deployment at the
Tannery Bay stations. Actual whole-animal wet weights and tissue weight data
for the 300 clams used to define initial weights for all clams are provided in
Appendix E. The average tissue weight of 0.66 g was used as an initial estimate
for all field-deployed clams.



2.5 End-of-Test Measurements and Tissue Preparation

All clam cages were successfully found and retrieved after the 55-day exposure
period. Clams at Stations 1, 3, 4, 5, 6, and 8 were retrieved on September 9, 1997;
clams at Stations 2, 7, 9 and 10 were retrieved the following day. After removal
from the field stations, the caged clams were transported to Station 2 (the
shallow-water reference site) for an overnight depuration period to purge their
guts. To facilitate deployment logistics, the cages retrieved on September 9 were
altered by combining all clam tubes for a given station onto one PVC frame. A
fewer number of cages were retrieved on September 10th so that all station clams
were not combined onto one cage for overnight depuration; clams remained
attached to their original cages. For both days, the cages were deployed in a
horizontal configuration on top of the cinder blocks used for tethering at each
site. Several cinder blocks were used to ensure a stable configuration. This
configuration prevented the clams from coming in direct contact with the
sediments at the depuration site. Before retrieving the cages the following
morning, they were visually inspected to ensure that they had not shifted via
river current or vandalism during the night. Prior to making the end-of-test
measurements, the clams were assessed for overall condition, and the number of
dead and/or missing animals was recorded for each station. Clams that were
gaping or did not close upon light physical stimulation were considered dead.

The end-of-test measurements involved whole-animal wet weights and soft-
tissue weights for each live individual. The clams were processed one cage at a
time. The clams were removed from the mesh tubes and placed, in sequence
starting with the first clam in Bag-1, into compartmentalized holding trays. If a
dead clam was encountered, the empty shells were placed into the
compartmentalized holding tray as a marker. These holding trays were then
placed into tubs containing river water to eliminate air bubbles between the clam
shells. Starting with the first clam, the clam was taken from the holding tray,
blotted dry, and the whole-animal wet-weight measurements were made using
an electronic balance. The weighed clam was then put into a second
compartmentalized tray to maintain proper sequence. The weight data were
recorded manually onto laboratory data sheets and electronically to a computer
tile. The process was repeated until all individuals of a given cage were
measured.

The clam tissues were processed after all whole-animal wet-weight
measurements were made. The tissue extraction process was the same for the
beginning-of-test clams (see Section 2.3). Tissues from all live clams (~75
individuals) found within each cage were pooled, creating a replicate sample for
chemical analysis. When all tissues of a ireplicatei were weighed, the tissues
were transferred from the weigh pan into certified cleaned sample jars, as
provided by Brooks Rand, Ltd. Immediately after compositing, the clam tissue
samples were placed into a freezer. The frozen tissue samples were packed,
cooled with blue ice to 0°C, and hand delivered to Brooks Rand, Ltd., of Seattle,
Washington for homogenization, lipid analysis, percent water determination,
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and chemical analysis of chromium, total and methylmercury, lead, cadmium,
and arsenic.

2.6 Chemical Analyses

All tissue samples were received, stored, prepared, and analyzed according to
Brooks Rand, Ltd., Standard Operating Procedures (Appendix C). Upon receipt,
the tissue samples were assigned an internal tracking number. The tissue
samples were preserved by freezing and stored in a Brooks Rand freezer until
further processing.

For each chemical replicate, all tissues comprising that replicate were
homogenized using stainless-steel homogenization equipment. All equipment
was cleaned with Alconox and thoroughly rinsed with deionized water. One
homogenization blank was collected for each homogenization batch. Blanks
were collected between samples after equipment had undergone the normal
cleaning procedure. All samples were homogenized prior to weighing aliquots
for the various analytical parameters.

Methylmercury analyses were conducted in accordance with Brooks Rand
Standard Operating Procedure (SOP) BR-0011. Before analysis, the tissue
samples were digested in 25% KOH in methanol (w/v) in Teflon vials for 4 hr at
65°C. Samples were then analyzed by aqueous phase ethylation, Tenax trap
collection, gas chromatograph (GC) separation, isothermal decomposition, and
cold vapor atomic fluorescence spectrophotometry (CVAFS).

Total mercury analyses were conducted in accordance with SOP BR-0002. Before
analysis, all tissue samples were digested with a 70:30 HNO;:H2SOs acid mixture
and allowed to reflux for at least 3 hr. Samples were then brought to volume
with deionized water and further oxidized with the addition of BrCl. Samples
were analyzed by SnCl, reduction, gold amalgamation, and CVAFS detection.

Tissue samples to be analyzed for arsenic, cadmium, chromium, and lead were
digested in accordance with EPA Method 200.3. No problems were encountered
and no unusual observations were made during these analyses. Analyses for
total lead, chromium, total cadmium, and total arsenic were performed in
accordance with EPA Method 200.9. Samples were analyzed by stabilized
temperature platform- graphite furnace atomic absorption (STP-GFAA)
detection.
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Dry-weight determinations (SOP BR-1501) were made by weighing out tissues
on pre-weighed weigh boats and placing them in a drying oven (105°C). After
16 to 24 hr, the samples were removed and reweighed. One duplicate dry
weight was measured for each batch of samples.

Percent lipid determinations were made by the Bligh and Dyer method.
Weighed tissue-sample aliquots were placed in a glass tissue grinder with
chloroform and methanol and ground for at least 2 min. More chloroform was
added and the sample ground for 30 sec. Deionized water was added and the
sample was ground again for approximately 30 sec. In the resulting biphase
system, the chloroform layer contains the lipids and the methanol-water layer
the non-lipids. A purified lipid extract is obtained when the chloroform layer is
isolated. Samples were then allowed to dry at 55°C for at least 30 min. After
drying, total lipids were determined by weight and converted to percent lipids
based on the original aliquot weight, according to the following equation:

Total lipid = (weight of lipid in aliquot) * (volume of chloroform layer) .
Volume of aliquot

For each chemical, the content (ug) in clam tissues was calculated on a per-
replicate basis using the average whole-animal dry-weight value for that
replicate and the chemical concentration data for that replicate. The content is
reported in units of ug because this eliminates the need for many decimal places
in the presentation. This process provided four content values per station for
statistical comparison. Tissue content was calculated according to the following
equation:

Content (nug) = [concentration (mg/kg dry)] * [EOT tissue weight (g dry)]
*1kg/1000 g * 1000 pg/1 mg .

The content information was used to determine whether growing clams actually
accumulated chemicals of concern, since the overall concentrations may actually
decrease in fast-growing individuals due to growth dilution. Salazar & Salazar
(1995) and Riisgdrd & Hansen (1990) have shown that faster-growing, smaller
bivalves take up more contaminants, even though tissue concentrations decrease.
Therefore, content provides data on net uptake or depuration and was used in
this study to determine whether clams transplanted in St. Mary’s River for 55
days contained more of a specific trace element than at the onset of the study.
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2.7 Data Quality and Status Summary

2.7.1 Tissue Chemistry Data

All chemical data for this project were subjected to a quality
assurance/quality control (QA/QC) review. Results of the laboratory QC
measurements are provided in Appendix B. The data for the chemical analyses
were also evaluated using the criteria described in the iFunctional Guidelines for
Evaluating Inorganics Analysesi in conjunction with laboratory-established quality
control limits and the data-quality objectives specified in the iQuality Assurance
Project Plan for Development and Implementation of Bivalve Monitoring Studyi
prepared for U.S. EPA Region V by NOAA/EVS Consultants (1997). In addition
to checking the data against the project-specific data quality objectives (Table 2),
the data were evaluated as listed below.

Holding Times¥s The holding times for arsenic, cadmium, chromium, and
lead are 6 months for unfrozen or 2 years for frozen samples. The holding times
for mercury and methylmercury are 28 days for unfrozen and 1 year for frozen
samples.

Initial calibrations and continuing calibration verifications¥s The initial
calibration must be established before each analysis period and have a
regression factor of 0.995 or better. The continuing calibrations must be
analyzed after every 10 samples and be within 25% of the absolute value.

Blanks¥s A preparation blank must be digested and analyzed with each
sample batch. In addition, a continuing calibration-verification blank must be
analyzed after each continuing calibration verification. Analytes present in
blanks must not be greater than 5 times the method reporting limit.

Laboratory control sample or certified reference material¥s A laboratory
control sample or certified reference material must be analyzed with each
sample batch. The value must be within the project specific limit for accuracy.

Duplicate sample analyses¥s A duplicate sample analysis must be
analyzed with each sample batch. The relative percent difference determined
from the two analyses must be within the project specific limit for precision.

Matrix spike analyses¥s A matrix spike analysis must be performed with

each sample batch. The percent recovery must be within the project specific
limit for accuracy.
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Sample result verification¥s At least 10% of the sample results should be
verified for calculation and/or transcription errors. In addition, 100% of the
quality-control sample results (relative percent differences and percent recovery)
should be verified for calculation and/or transcription errors.

Overall assessment¥sSample results should be assessed for overall use.

2.7.2 Clam Growth Data

The QA /QC procedures for the clam growth measurements stated that
5% of the clams would be remeasured for shell length and whole-animal wet
weight. These procedures further stated that this QA /QC check would be
conducted only if sufficient time was available, without jeopardizing the other
components of the study. The formal QA/QC check was completed during both
the initial and end-of-test field components of this study.

2.8 Data Analysis

The bioavailability and uptake of trace elements were assessed using the tissue
concentration and content measurements. Whole-animal wet weights and tissue
weights were used to calibrate, or normalize, the tissue chemistry data by
determining whether growth dilution or ishrinkage-enhancementi had occurred.
Effects were assessed using survival, changes in whole-animal wet weights, and
tissue weight measurements. Survival was used as a general indicator of
conditions at the stations. Low survival would suggest physicochemical
conditions at the station are degraded, but it would be impossible to determine
which parameter is responsible for the observed mortality.

For bioaccumulation, each composited sample (e.g., tissues from all surviving
clams from one cage) is considered a replicate. Four composites were prepared
for each station; therefore, the level of replication for the bioaccumulation data is
four. For whole-animal wet weight and end-of-test tissue weight, each
individual clam is considered a replicate. Therefore, for these measurements,
the maximum possible level of replication at each station is 300, if all clams
survived. For this monitoring study, the maximum survival was 284 clams,
which occurred at Station 8. Descriptive summary statistics (e.g., mean and
standard deviation) were calculated for all bioaccumulation and clam growth
data collected during this baseline monitoring study.

For the reference stations, all data for both reference stations were pooled and

analyzed as a single unit for comparisons against the Tannery Bay stations. The
pooled results are referred to as the average of the Reference Stations.
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2.8.1 Survival, Tissue Chemistry, and Clam Growth Metrics

Statistical analyses were performed on bioaccumulation (i.e.,
concentration and content), survival, whole-animal weight, and tissue weight
data from the in situ clam study. Two general hypotheses were tested:

1. Contaminants in Tannery Bay sediments and surface waters
are bioavailable to aquatic receptors in Tannery Bay

2. Accumulation of bioavailable metals may adversely affect
aquatic receptors in Tannery Bay as assessed by changes in
whole-animal wet weights and tissue weights in clams

These general hypotheses were tested by statistical analyses of
contaminant accumulation and growth in caged clams exposed to ambient
Tannery Bay conditions. The following specific hypotheses were tested:

1 There is no difference in mean response between Tannery Bay stations
and reference stations.

1 There is no difference in mean response among Tannery Bay
stations.

1 There is no difference in mean response between beginning and end of
test.

The specific hypotheses were tested using a one-way Analysis of
Variance (ANOVA). If the hypotheses were rejected, indicating that significant
differences among all stations were detected, pairwise contrasts were performed
to determine which stations differed from the reference stations. The Student
Newman-Keuls test was used to test for differences among Tannery Bay stations.
All tests were conducted at P=0.05.

Before proceeding with the ANOVA, the bioaccumulation, whole-animal
weight, and tissue weight data were evaluated to ensure that they met the
assumptions of the statistical tests (i.e., approximate normality and homogeneity
of variances for the ANOVA, Bonferroni multiple contrasts, and Dunnett’s
multiple contrasts). This evaluation was performed using normal probability
plots and a plot of the variance on a station-by-station basis (Appendix D). Data
that violated the assumptions of the statistical tests were transformed before
parametric analysis. The normal probability plots were used to guide the
transformation process. Data that had a log distribution were log transformed;
data that did not conform to a normal distribution were transformed using the
rank-it process.
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Survival¥sSurvival rates for the in situ study were based on the number
of live clams found at the end of the test relative to the total number of
individuals (both dead and alive) found at the end of the test. Clams were
considered imissingi if there was an empty space between 2 nylon cable ties,
although only 3 clams were found to be missing out of the 3000 clams deployed
in the study. Survival rates among stations were compared using a chi-squared
contingency analysis (P=0.05). A chi-square test compares the observed and
expected frequencies of animals alive or dead at the end of the test, with the null
hypothesis stating that the probability of survival is the same at all stations. If
rejected, the contingency table was partitioned to compare each station with a
mean survival less than the mean of the reference stations with expected values
to determine where differences occurred. éExpected” frequencies were based on
the mean of the percent survival for Reference Stations 1 and 2.

Pairwise multiple comparisons between survival values at all sites were
performed using Simes method for binomial data (Piegorsch & Bailer 1997). The
procedure is directly analogous to multiple comparisons between population
means using normal statistics. The Simes procedure includes a necessary
adjustment for using binomial data while maintaining some control over
experiment-wise error. The null hypothesis (of no difference in survival) is
rejected if the test statistic is greater than the Simes-corrected critical P-value,
which takes into account the results from the other comparisons.

Tissue Chemistry ¥ The bioaccumulation potential at Tannery Bay
stations was considered to be the component of primary interest for this study.
For this reason, the statistical design chosen for analysis of the bioaccumulation
data was one which considered the Type I pair-wise and Type II experiment-
wise error rates at each station. Using standard values for the pair-wise
comparisons, the station-specific rates were set at 5% for false positives (Type I
errors, a=0.05) and 20% for false negatives (Type II errors,
a=0.2). An a priori power analysis using data on the variability among replicates
for similar species and similar compounds indicated that three replicates were
sufficient to detect as low as a 50% increase over reference tissue concentrations,
for the one-tail t-test using the specified error rates. As a precaution against
possible increased variability in the chemistry data, a forth replicate has been
added to improve the confidence with which a 50% difference can be detected.
These power results were used to approximate the power of the planned
multiple contrasts.

For tissue chemistry data, the concentrations of chromium, lead, and
mercury across all stations failed to fit a normal distribution. However, each of
these trace elements came within reasonable bounds of a normal distribution
when log-transformed. Cadmium, chromium, lead, and mercury were not
normal after calculated as content. The first three were corrected through log-
transformation, though mercury required rank-it transformation to correct for
one data point which lay significantly outside of the bounds of the normal
distribution.
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Bonferroni’s multiple contrasts test was used for the post hoc comparisons
for the tissue chemistry data because of its ability to account for the number of
means being tested against the two references. Because two reference stations
were used in this study, the hypothesis comparing each Tannery Bay station to
ireferencei is represented by the following equation:

Usitel = 1/2(,Uref1 + ,UrefZ) .
The pair-wise error rate was set at 0.05 as an upper boundary.

Clam Growth Metrics¥s Among the clam measurement data, tissue
weights were normally distributed, end-of-test whole-animal wet weight
required log-transformation, and growth rates based on weight needed to be

transformed using rank-its to comply with statistical assumptions for the
ANOVA.

Dunnett’s multiple comparisons tests were used for the post hoc
comparisons for the clam growth data. The Dunnett’s test was used for these
data rather than the Bonferroni test because of the high level of replication (i.e.,
n=284) available for each growth metric and the extreme robustness of the
Dunnett’s test.

2.8.2 Temperature

Water temperatures were taken at 8 study sites and 2 reference stations in
12-min intervals over a period of approximately 55 days (7/17/97-9/9/97).
Temperature data were downloaded from the logging devices using the
instruments’ data recovery software. The start and end of the temperature series
at some sites were dropped so that all series would be of equal length and
covered the same time period. Minimum, maximum, and mean temperatures
were calculated for each station. Temperature profiles were generated for each
station and used to identify overall temperature trends. Temperature
differences among reference and treatment stations were investigated using
statistical approaches to test two primary hypotheses:

1. There is no difference in mean temperature across stations, and
2. There is no difference in the range of temperatures across stations.

Before testing for differences in mean temperatures across stations, it was
necessary to test for autocorrelations, a measure of the dependence between
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observations of the same series. The temperature series for all stations showed
very strong trend and cyclical autocorrelations, requiring a non-standard
analysis of mean differences. To reduce variability and autocorrelation, each
series was reduced to daily mean temperatures, then a pair-wise station analysis
was performed on the differences between the daily means at each site. This
analysis requires the assumption that the trend in the daily averages is similar
across stations. These series of mean differences were then regularly
subsampled at a frequency determined by the autocorrelation function. For
example, if the series of differences in daily means was autocorrelated to lag 6,
an essentially independent set of observations was generated by choosing every
7th time point. The extent of the autocorrelation varies in the mean difference
series; therefore, to achieve equal sample sizes across sites the maximum
significant autocorrelation was used to subsample all sites. The observed pattern
of differences in daily mean temperatures can be used to determine whether one
station was consistently warmer than another; if the differences were not
distinguishable from zero, then the two stations are said to have similar daily
mean temperatures. The data were reduced to 16 sets of independent
observations describing pair-wise differences in temperature between two
reference sites and eight study sites. These 16 sets were tested for differences
from zero using one-sample t-tests, with two-tailed alpha levels of 0.05.

To assess the effects of temperature conditions on clam growth,
temperature ranges over 1-week periods were evaluated. First, the minimum
weekly temperature was subtracted from the maximum weekly temperature at
each station, resulting in eight observations of temperature range per station.
These series were not significantly autocorrelated, and the variances were
approximately equal across stations. Normality was assessed by plotting a
histogram and quantile plot for residuals from an initial ANOVA fit. There was
one large outlier (Reference Station 2, 7/17/97 6:48) which may have too large an
influence on the results. With this outlier removed and the ranges recalculated,
the data were approximately log-normal. A one-way ANOVA was performed to
test for differences between the log-transformed ranges.

3.0 Results

The in situ bioaccumulation study with caged clams was completed as proposed.
Clams were deployed on July 16 and 17, 1997 and retrieved 55 days (7.85 weeks)
later from all field stations on September 9 and 10, 1997. All cages were in
excellent condition upon retrieval. There were no signs of predation or
vandalism. In general, the clams were in very good condition. A few
individuals had broken or eroded shells.

Appendix B contains detailed data reports for tissue chemistry; Appendix C
contains the laboratory operating procedures: Appendix D contains tissue
chemistry and growth statistical analyses; Appendix E contains the data reports
for clam whole-animal wet weight, growth rates, and tissue weights. Appendix
F contains a series of photographs depicting the sampling events and activities.
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3.1 Data Quality Review

All data collected as part of the baseline clam monitoring study were subjected
to data quality review to ensure that the data met the project quality objectives
and were suitable for analysis and interpretation. The data-quality parameters
used to assess the acceptability of the data were precision, accuracy,
representativeness, comparability, and completeness.

3.1.1 Tissue Chemistry Data

The chemistry data package received from Brooks Rand consisted of 40
tissue samples and three filter blank samples. All data were acceptable as
reported and were considered usable. Data qualified | were considered usable
as estimates. A summary of the data review is provided in this section. All
data-quality objectives for this project (Table 2) were met with the exceptions
discussed below. Chemicals reported as undetected were included in statistical
calculations using a value of one-half of the reported detection limit.

Arsenic, Chromium, Cadmium, Lead ¥ A method blank was digested
with each batch of samples submitted for metals. In addition, continuing
calibration blanks were analyzed for every 10 samples. No target analytes were
detected with the exception of chromium. Low levels of chromium were
detected in two preparation blanks (0.62 pg Cr/L each) and two continuing
calibration blanks (0.47 ng Cr/L each). The levels detected in the blanks were
less than 5 times the target detection limit. Since the values detected in the
associated samples were greater than 5 times the amount detected in the blanks,
the results for chromium were not affected. A matrix spike and a certified
reference material were analyzed with each batch, and all results were within
the specified control limits. A sample duplicate was analyzed with each batch
and the results met the established control limit.

Mercury, Methylmercury¥s A method blank was digested with each batch
of samples submitted for total mercury and methylmercury. In addition,
continuing calibration blanks were analyzed for every 10 samples. No target
analytes were detected in any of the blanks. A matrix spike and a certified
reference material were analyzed with each batch, and all results were within
the specified control limits. A sample duplicate was analyzed with each batch
and the results met the established control limit.
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3.1.2 Growth Data

All clam whole-animal wet-weight, tissue-weight, and growth-rate data
are considered usable for the purpose of this report. The remeasurement process
indicated that field staff were consistent in the measurement technique and that
the error associated with those measurements was well within the 5% deviation
as described in the Field Sampling Plan. No data were considered outliers;
therefore, none were excluded from the data set.

Growth rates (mg/wk) were calculated as:
(Measurementiina - Measurementinitial) / 7.85.

Growth rates were calculated for individuals using the beginning- and
end-of-test whole-animal wet-weight data. In some cases, negative values
appear for growth rates. A loss in whole body weight can be attributed to
adverse conditions or measurement error.

3.2 Survival

Survival was moderately high, ranging from 77% to 97% for all cages (Figure 4;
Table 3). Average survival by station ranged from 87% to 95%. The survival
data were analyzed for differences among stations using a contingency table.
Station 5, with a significantly lower percentage of animals surviving, was the
only treatment station that differed significantly from the average of the
reference clams (Table 3). Survival of individual cages at Station 5 ranged from
77% to 96%, a difference of 19% among cages. Survival at other stations varied
only 6% on average among the four cages. Results of the within-Tannery Bay
comparisons using the Simes procedure indicated that Stations 5 and 8 were the
only two bay stations which differed significantly from each other in percent
survival.

3.3 Tissue Chemistry6Concentration and Content

The concentrations of all trace elements measured in clam tissues are expressed
as dry weight. The results presented for each station represent the average of
the four replicated samples for that station. For each trace element, the
concentration results (Table 4) and the content results (Table 5) are presented.
The end-of-test tissue chemistry results were statistically analyzed as follows: a)
Tannery Bay stations (for each station, n=4) were compared with the 2 reference
stations (n=8); b) Tannery Bay stations were compared against each other, and c)
all stations (n=4 for each) were compared against the initial tissue chemistry
measurements made on the 4 composited samples from the 300 To clams. The
results of statistical comparisons on tissue concentration are provided in Table 6;
results for statistical comparisons on tissue content are provided in Table 7.
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3.3.1 Arsenic

Clams at all stations, including the references, contained lower
concentrations of arsenic at the end of the test than the average initial
concentration of 6.25 mg/kg (Figure 5a; Tables 4, 6). Clams from Stations 4, 7,
and 9 contained significantly less arsenic in their tissues than the To clams.
Average arsenic concentrations by station ranged from 5.04 to 5.92 mg/kg dry
weight. The lowest mean concentration was detected in clams at Station 9 and
the highest concentration was found in clams at Station 8. No significant
differences (P=0.05) were detected between arsenic concentrations measured in
any of the treatment station clams and the reference station clams. Similarly, no
significant differences in arsenic concentration were detected among Tannery
Bay stations when compared with one another (Table 6).

Arsenic content ranged from 0.62 pg in clams at Station 1 to 0.82 pg in
clams at Station 8. The end-of-test arsenic content was significantly higher in
clams at Stations 3, 6, and 8 than the initial arsenic content of 0.63 pg (Figure 5b;
Table 5). Clams from these stations, as well as Station 7, also had significantly
higher arsenic contents than the 0.65 pug average of clams at the reference stations
(Table 7). Clams at Stations 4, 5, 9, and 10, while not statistically significant, had
higher arsenic contents than the average of the reference clams. Results of the
within-Tannery Bay comparison (Table 7) indicated the following statistical
differences in end-of-test arsenic contents:

Station 8 [ Station 4, 5, 10.

3.3.2 Cadmium

Cadmium concentrations in end-of-test clams ranged from 2.23 to 3.40
mg/kg dry weight (Figure 6a, Table 4). None of these concentrations were
significantly different from the average concentration of 3.06 mg/kg dry weight
measured in To clams (Table 6). At the end of the deployment, clams at Station 8
had a cadmium concentration of 3.40 mg/kg dry weight, which was
significantly higher than the average concentration of the reference clams (Table
6). Although the cadmium concentration in clams at Stations 5, 6, and 10 were
slightly higher than the average of the reference stations, the increase was not
statistically significant. The results of the within-Tannery Bay comparison
indicated cadmium concentrations in clams at Station 8 (3.40 mg/kg dry weight)
were significantly higher than for clams at Station 4 (2.26 mg/kg dry weight).
Among the Tannery Bay stations, only clams at Stations 4 and 8 differed from
each other in cadmium concentration (Table 6).

Cadmium content ranged from 0.25 pg at Station 1 to 0.47 g at Station 8
(Table 5). At the end of the study, clams at Station 8 contained significantly more
cadmium than the initial content of To clams (Figure 6b; Table 5) and
significantly more cadmium per individual than the average of the reference
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stations (Table 7). Results of the within-Tannery Bay comparison indicated
cadmium content for clams at Station 8 was significantly different from clams at
Stations 4, 5, 6, 9, and 10 (Table 7).

3.3.3 Total Chromium

All Tannery Bay clams accumulated chromium during the deployment
period when compared with the initial concentration of 2.74 mg/kg dry weight
(Figure 7a; Table 4). At the end of the study, clams at the reference stations had
an average chromium concentration of 7.04 mg/kg dry weight. This average
concentration was significantly lower than that measured in clams from Stations
4,5, 6,7, and 8 in Tannery Bay (Table 6). The highest chromium concentrations
were measured in clams from Station 5 (70.23 mg/kg dry weight) and Station 8
(49.90 mg/kg dry weight); the lowest concentration measured in Tannery Bay
clams was 9.47 mg/kg dry weight (Station 10). Results of the within-Tannery
Bay comparison (Table 6) indicated that clams at Stations 5 and 8 had similar
chromium concentrations, but these were significantly higher than
concentrations measured in other Tannery Bay stations.

Historical concentrations of chromium in sediments indicate that the
highest concentrations of chromium on the site are located between Stations 4
and 5 and range between 15,000 and 31,000 mg/kg dry weight (U.S. EPA/ ERT
1995). Clams from Station 4 had the third-highest and those from Station 5 had
the highest chromium concentrations at the site. Clams from Station 8, where
historical concentrations of chromium in the sediments are about 7,600tmg/kg
dry weight, had the second highest concentration among all Tannery Bay
stations.

Clams from all reference and Tannery Bay stations had significantly
higher total chromium content per organism when compared with the initial
content of 0.28 pg (Figure 7b; Table 5). The chromium content in Tannery Bay
clams ranged from 1.19 ng at Station 10 to 8.36 ng at Station 5. Clams at the
reference stations accumulated the least amount of chromium, with an average
content of 0.81 pg. Clams at Tannery Bay stations 3 through 8 had significantly
higher chromium contents than the average of the reference stations (Table 7).
Results of the within-Tannery Bay comparison (Table 7) indicated the following
statistical differences in chromium content:

Station 5 [] Stations 3, 4, 6,7, 9, 10

Station 8 [ Stations 3,4, 7,9, 10
Station 10 [J] Stations 3, 4, 5, 6, 7, 8.
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334 Lead

Concentrations of lead in clams from the reference and Tannery Bay
stations were significantly higher when compared with the average initial
concentration of 0.244 mg/kg dry weight (Figure 8a; Table 4). The lead
concentration in clams from Tannery Bay ranged from 0.64 to 1.68 mg/kg dry
weight (Stations 3 and 5, respectively); the concentration in clams at the
reference station averaged 0.89 mg/kg dry weight. Concentrations of lead in
clams from Tannery Bay Stations 4, 5, 6, 8, and 10 were greater than the average
of the reference stations, but these differences were not statistically significant
(Table 6). Results of the within-Tannery Bay comparison indicated lead
concentration in clams at Station 5 (1.68 mg/kg dry weight) was significantly
higher than for clams at Station 3 (0.64 mg/kg dry weight). There were no
differences in lead concentration among the other Tannery Bay stations (Table 6).

The lead content in all clams was significantly higher at the end of the
study when compared with the initial content of 0.03 pg (Figure 8b; Table 5).
Clams at Stations 4, 5, and 8 had the highest lead contents. Clams from all
Tannery Bay stations, except Station 3, had higher lead contents than the average
of the reference clams; however, the differences were not statistically significant
(Table 7). Results of the within-Tannery Bay comparison indicated lead content
in clams at Station 5 (0.20 ng) was significantly higher than for clams at Station 3
(0.09 pg). There were no differences in lead contents among the other Tannery
Bay stations (Table 7).

3.35 Total Mercury

At the end of the study, all clams had a lower total mercury concentration
when compared with the initial concentration of 1.26 mg/kg dry weight (Figure
9a; Table 4); the difference was statistically significant for clams from Stations 2,
6, and 7. For clams deployed in Tannery Bay, the highest mercury
concentration, 1.100 mg/kg dry weight, was measured in clams at Station 9.
Clams at Stations 4, 5, and 9 had mercury concentrations that were greater than
the average of the reference stations (Table 4), but none of these were
significantly higher than the average of the reference stations (Table 6). No
significant differences in mercury concentration were detected among Tannery
Bay stations when compared with one another (Table 6).

End-of-test total mercury content was not significantly different than
initial content for clams at any station (Figure 9b; Table 5). Only clams at
Stations 4 and 9 had final mercury contents higher than the initial content of
0.128 pg, but neither of these were significantly higher than the initial content.
The lowest mercury content, 0.108 pg, was measured in clams at Station 10.
Only clams at Station 4 had a mercury content that was significantly higher than
the average of the clams at the reference stations (Table 7). The content value for

23



clams at Station 9 is not significantly greater than the average of the reference
clams. This is because, although the mean content at Station 9 appears larger
than Station 4 (Figure 9b), one replicate with a very large content caused the
large mean and variance and skewed the distribution. When analyzing the
rank-it transformed data, the other three replicates within Station 9, which lie
directly around the mean of the references, were more influential in determining
significance. No significant differences in mercury content were detected
among Tannery Bay stations when compared with one another (Table 7).

3.3.6 Methylmercury

End-of-test concentrations of methylmercury in clams from all stations
were significantly lower than the average initial concentration of 0.259 mg/kg
dry weight (Figure 10a; Tables 4, 6). End-of-test methylmercury concentrations
ranged from 0.102 to 0.183tmg/kg dry weight. Tissues of clams at Stations 3, 4,
and 5 contained significantly higher concentrations of methyl-mercury when
compared with the average of the reference clams. Clams at Stations 7, 9, and 10
had methylmercury concentrations that were slightly, but not significantly,
higher than the average of the reference clams. Clams at Reference Station 2 had
the lowest methylmercury concentration measured at all stations. Results of the
within-Tannery Bay comparison (Table 6) indicated the following statistical
differences in tissue methylmercury concentrations:

Station 8 L] Station 3, 4, 5
Station 4 [] Stations 6, 7, 8, 9, 10.

End-of-test methylmercury content in clam tissues was significantly lower
than the initial content of 0.026 pg at all stations except 3 and 4 (Figure 10b;
Table 5). The highest methylmercury contents, 0.023 to 0.025 pg, were found in
clams from Stations 3 and 4, but these were not significantly different than the
initial content. At the end of the study, clams at Stations 3, 4, 5, 6, 7, and 9 all
had significantly higher methylmercury contents than the average of the
reference clams (Table 7). Station 8 was the only Tannery Bay station with a
methylmercury content that was below 0.015 pg, the average content of the
reference clams. Results of the within-Tannery Bay comparison on
methylmercury content (Table 7) indicated the following statistical differences:

Station 3 [ Station §, 10
Station 4 [] Stations 5, 6, 7, 8, 9, 10.
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3.3.7 Trace Element Bioavailability

The stations were ranked according to their relative degree of bioavailable
trace elements. The increase in trace element content in clams was used as an
indicator of bioavailability. For each trace element, the amount of trace element
uptake was weighted by dividing the end-of-test content by the initial content.
The quotients from each of the five trace elements were then summed for each
station. The quotients calculated for each station are summarized in Table 8. By
using this weighted ranking process, Station 5 appears to have the most
bioavailable trace elements, followed by Station 8 and Station 4. The reference
stations had the least amount of bioavailable trace elements, followed by Stations
10 and 9. The following ranked order, from stations with the most to the least
bioavailable trace elements, resulted from this analysis:

Stab5>Sta8>Sta4>Sta6>Sta”7 >Sta3 >Sta9>Stal1l0>Sta?2>Stal.

3.4 Clam Growth Metrics

Two metrics were used to assess growth: whole-animal wet weight and end-of-
test tissue weight. Only whole-animal wet weight was measured for each
individual at both the beginning and end of the test. Therefore, the only growth
rates based on changes (i.e., increase or decrease) in whole-animal wet weights
could be calculated. Initial tissue weights were determined only for the T, clams
sampled at the start of the test for chemical analysis. Because there was no
statistical difference in the whole-animal weight of clams among individual
cages (including the clams used for the initial tissue-weight determinations and
chemical analyses) at the start of the test, it was assumed that the average tissue
weight was also similar among all cages. Based on this assumption, the end-of-
test tissue weights were evaluated for statistical differences; any differences
observed were assumed to have occurred during the test period. Appendix E
contains the actual weight measurements made during the field study.

Descriptive statistics were calculated for the various growth metrics and are
summarized in Table 9. The end-of-test values are provided for each of these
metrics; the absolute change after the 55-day exposure period is provided only
for the whole-animal wet-weight data.

3.4.1 Whole-Animal Wet Weight

At the start of the test, whole-animal wet weights by individual ranged
from 4.01 to 7.95tg; mean whole-animal wet weight by station was ~5.5 g. End-
of-test whole-animal wet weights by individual ranged from 3.44 to 8.29 g.
Mean end-of-test whole-animal weights by station ranged from 5.56 to 5.76 g.
The lowest end-of-test whole-animal wet weights were found for clams at
Reference Station 1; the highest for clams at Tannery Bay Stations 6 and 7 (Figure
11; Table 9).
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The clams at Reference Stations 1 and 2 had the lowest increase in all
growth metrics evaluated after the 55-day exposure. Clams at Station 1, the
Waiska Bay site, had the poorest growth. The data for the two reference stations
were compared statistically to determine the utility of the reference data in
subsequent comparisons. The results of that comparison indicated that, based
on growth rates and end-of-test tissue weights, the clams at Reference Station 1
were significantly smaller than those at Reference Station 2. However, data for
both reference stations were retained as a point of comparison for clams exposed
to relatively uncontaminated conditions even though clam growth was less than
expected.

The end-of-test whole-animal wet-weight data were suitable for an
ANOVA after log transformation. Results of the Dunnett’s multiple range test
indicated that clams at Stations 3, 4, 6 and 7 were, on average, significantly
heavier than those at the reference stations (Figure 11; Table 10). There were no
significant differences in end-of-test whole-animal wet weights among Tannery
Bay stations (Table 10).

Growth rates based on whole-animal wet weight were calculated from the
initial and end-of-test data. The lowest mean growth rate by station was 5.16
mg/week, measured for clams at Reference Station 1; the highest mean growth
rate of 28.04 mg/week was measured for clams at Station 6 (Figure 12; Table 10).
On an individual basis, the minimum growth rate was -80.15 mg/week and the
maximum growth rate was 99.24 mg/week. The growth rate data required a
rank-it transformation before testing with the ANOVA and Dunnett’s test.
Results of these analyses indicated that growth rates at Stations 3, 4, 6,7, 8, 9,
and 10 were significantly higher than those at the reference stations. Clams at
Station 5 were the only animals that grew less than the average of the reference
clams. Results of the within-Tannery Bay comparison (Table 10) indicated the
following statistical differences in growth rates:

Station 3 ! Stations 4, 5, 6,
Station 4 * Stations 3, 5, 6,
Station 51 Stations 3, 4, 6, 7
4
5

6 , 10

6

6
Station 6 ! Stations 3, 4, 5,

6

6

~

N ®

10

~
~

~
~

9,

10
Station 7 1 Stations 4, 5, 6, 10
Station 8 * Stations 3, 5, 6,
Station 9 Stations 3, 4, 5, 7, 8, 10
Station 10! Stations 3, 5, 6, 7, 9.

~
~

~

9
9
8
7,8
8,9
7,9
7,8

Stations 4, 8, and 10 had similar growth rates, as did the following pairs:
Stations 3 and 7, and 9 and 6. Clams at Station 5 had a significantly lower
growth rate (9.57 mg/week) than clams at all other stations in Tannery Bay.
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3.4.2 End-of-Test Tissue Weights

Mean tissue weight at the start of the test by station was estimated at 0.66
g wet weight. This estimate was based on the tissue weights measured for the
300 animals used for test initiation (To) tissue-chemistry analyses (Table 10).
Mean end-of-test tissue weights by station ranged from 0.74 to 0.92 g wet
weight, the overall range for individuals was 0.34 to 1.711g wet weight (Figure
13; Tablet10). The lowest mean tissue weights were measured in clams
deployed at Reference Station 1 and Station 5. The end-of-test tissue-weight data
were suitable for analysis with an ANOVA and Dunnett’s multiple comparison
without transformation. Results of these analyses indicated that the average
end-of-test tissue weight for the reference stations was significantly lower than
tissue weights for clams at all treatment stations, with the exception of Station 5.
End-of-test tissue weights for clams at Station 5 were statistically similar to the
average of the reference clams (Table 10). Results of the within-Tannery Bay
comparison (Table 10) indicated the following statistical differences in tissue
weights:

Station 31 Stations 4, 5,7, 8,9, 10
Station 4t Stations 3, 5, 10

Station 51 Stations 3,4, 6,7, 8,9, 10
Station 6 1 Stations 5, 10

Station 7t Stations 3, 5, 10

Station 8 1 Stations 3, 5, 10

Station 91 Stations 3, 5, 10

Station 10! Stations 3,4, 5, 6,7, 8, 9.

Stations 4, 6, 7, 8, and 9 had similar tissue weights, as did stations 3 and 6.

3.4.3 Percent Lipids

Clams from all stations contained slightly higher percentages of lipids
than the 1.30% found in To clam tissues (Table 9). Station 9 clams had a
significantly greater percentage of lipids than the average of the reference station
clams (Figure 14). Clams from the other Tannery Bay stations had slightly more
lipids per mass than the average of clams at the reference stations, but
percentages were not statistically different. Results of the within-Tannery Bay
comparison indicated no differences in percent lipids among clams at any of the
stations (Table 10).
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3.4.4 Percent Solids

Clams at Reference Station 2 and Tannery Bay Stations 5 and 10 had lower
percentages of solids in their tissues at the end of deployment than To clams
(Figure 15). All the end-of-test values were significantly similar to the 15.2%
solids measured in the To clams (Table 9). Clams at Stations 6, 7, and 9 had
significantly higher percentages of solids than the reference station clams. Only
clams at Station 5 had a slightly lower percentage than the reference stations.
Results of the within-Tannery Bay comparison indicated that Station 5 clams had
a significantly lower percentage of solids in tissues than clams at Station 7 (Table
10).

3.5 Temperature

Water temperatures at each station were recorded at approximate 12-min
intervals over the 55-day exposure period using one in situ computerized data
logger per station (HoboTemp, Onset Instruments). Data were downloaded
from the logging devices using the instruments” data-recovery software.
Minimum, maximum, and mean temperatures for each station at the depth of
the cages are summarized in Table 11. Reference Station 1 had a higher
minimum, maximum, and mean temperature than all other stations over the
deployment period, while Station 5 had the lowest minimum and mean
temperature. The actual temperature profiles (Figure 16) show that the
remaining eight stations follow similar patterns and seem to lie in approximately
the same range.

The temperature data were statistically analyzed to determine whether the
apparent differences were significant. The following two null hypotheses were
tested:

1. There is no difference in daily average temperature across stations;
2. There is no difference in the range of temperatures across stations.

3.5.1 Testing for Differencesin Mean Temperature

Temperatures at all stations displayed similar patterns with daily and
seasonal cycles (Figure 16), although Reference Station 1 had a higher average
temperature and treatment Station 5 had a lower average temperature than the
other stations. The temperature series for all stations showed very strong
autocorrelations (a measure of dependence between observations of the same
series), requiring a non-standard analysis of mean differences. To reduce
variability and autocorrelation, each series was reduced to daily mean
temperatures (Figure 17), then an analysis of pairwise station differences was
performed using one-sample f-tests (two tailed; P=0.05) to determine if there
were statistical differences in daily average temperatures among stations. The
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results of the t-tests on paired data (Table 12) show that the mean daily
temperature for Reference Station 1 is significantly warmer than all study sites.
The mean temperature for Reference Station 2 is significantly warmer than
Station 5, and significantly colder than Stations 7, 8, and 10. Comparisons of
mean daily temperature between Tannery Bay stations showed that several
treatment stations also differed significantly from each other (Table 12).

3.5.2 Testing for Differencesin Temperature Range

To assess the effects of temperature conditions on clam growth,
temperature ranges over 1-week periods were evaluated. This time interval was
selected because 7 days is a manageable time period, as opposed to comparisons
based on an hourly or daily basis, and it is expected to have some biological
relevance. Weekly intervals are also commonly used to measure changes in
environmental conditions and growth in aquatic organisms.

The results of the one-way ANOVA performed to test for differences
between temperature ranges indicate a significant difference between the
average weekly temperature ranges at all stations (Table 13). The results of the
Newman-Keuls Multiple Range test to determine which stations differed from
which other stations indicated the weekly range in temperature at Reference
Station 1 was significantly smaller than at all other stations (P=0.05). There is no
evidence that the range of temperatures at Reference Station 2 is different from
that at the study sites.

3.6 Sediment and Surface Water Chemistry vs. Tissue Chemistry

Results of chemical analyses performed on surface water collected by
HydroQual at the beginning and end of test, and sediment samples collected at
the end of the test are summarized in Tables 14 and 15. Sediments were also
collected at the beginning of the test and analyzed for methyl- and total mercury.

The end-of-test (EOT) sediment chemistry values were compared with the
lowest effect level (LEL) values developed by the Ontario Ministry of
Environment (1993) as a means of ranking the stations for relative toxicity. For
each trace element, the concentration measured in the sediment was divided by
its corresponding LEL value. The quotients of the five measured trace elements
(excluding methylmercury, since there was no LEL value) were summed by

station and provide a relative estimate of the severity of sediment contamination
(Table 16).

For example, LEL quotients <1 for a single contaminant indicate low risk from
that contaminant; therefore, a sum of LEL quotients <5 would equate to low risk
at the station based on the 5 trace elements measured; potential additive effects
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of toxicity were not taken into account. Reference Stations 1 and 2 had the
lowest Sums of Quotients, both < 5. The highest Sums (820 and 720,
respectively, from Stations 3 and 4) were from sediments situated between the
peninsula forming Tannery Point and the small island. Sediments in this area
also have the highest amount of TOC at 11.7% and 12.4%, a potential source of
binding ligands for the uncomplexed trace elements. The next highest Sums of
Quotients were found for Stations 5, 6, 7, and 8, ranging between 161 and 423.
The TOC concentration at each of these stations, except Station 5, was about half
of that measured at Stations 3 and 4. TOC at Station 5 was similar to TOC at
Stations 3 and 4. Although the Sums of Quotients from Tannery Bay were
lowest at Stations 9 and 10 (40.52 and 51.96, respectively), chromium
concentrations exceeded their LEL value at these stations. A TOC of <1% at
Stations 9 and 10 may have reduced potential binding sites for trace elements
resulting in lower concentrations at these stations. TOC at Reference Stations 1
and 2 was also <1%.

End-of-test sediment and surface-water data were compared with the tissue
chemistry data, and correlation analyses (Table 17) were used to determine the
strength of the relationship between these variables.

For non-detect values, one-half the detection limit was used. The strongest
relationships were seen for chromium in surface water and clam tissues and
methylmercury in sediment and tissue (Table 17). The concentration of
chromium in clam tissues was better correlated with the chromium in surface
water (r=0.62) than chromium in sediments (r=0.27). This is not surprising
because the clams are filter feeders, and although placed directly on top of the
sediments, they actively take in copious quantities of particulate material
associated with the water column during the normal filtration process. These
correlations suggest that the clams are obtaining chromium from particulates
associated with the water column. The limited number of paired data points
used in these analyses may alone drive a stronger correlation. The tissue and
surface-water correlation used only 5 data points, and the tissue and sediment
comparison used only 10.

The correlation coefficients for total mercury in water, sediment, and tissue were
low (Table 17). The strongest correlation for methylmercury was for sediment
and tissue (r=0.68). The correlation coefficients for arsenic, cadmium, and lead
among the different media were very poor (Table 17). No correlation
coefficients could be calculated for cadmium and lead for the water:sediment
and water:tissue comparisons because for both cadmium and lead, the
concentration in each surface-water sample collected at the four stations was
reported as “less than” the detection limit, resulting in insufficient data to
perform correlation analyses.
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3.7 Tissue Chemistry vs. Survival and Clam Growth Metrics

The concentration of each trace element measured in clam tissue was compared
with survival, whole-animal wet weight, growth rates, and end-of-test tissue
weights (both wet and dry). All correlation coefficients were very low (Table
18), although there was a high degree of variability.

3.8 Temperature vs. Clam Growth

Temperature was compared with survival, whole-animal wet-weight, growth
rates, and end-of-test tissue weights (both wet and dry). For each comparison,
there was a high degree of variability and all correlation coefficients were very
low (Table 19). Positive relationships were found for growth rates and survival;
negative relationships were found for tissue weights (both wet and dry). These
results suggest that none of the clam growth metrics are strongly correlated with
temperature.

4.0 Discussion

The baseline biomonitoring study was successfully completed as proposed and
the project-specific objectives were met. All cages were retrieved; high survival
permitted assessments of chemical uptake and adverse effects. Clams at most of
the Tannery Bay stations accumulated significant amounts of chromium when
compared with reference clams. All clams increased in both soft-tissue weights
and whole-animal wet weights after the 55-day exposure period; however,
compared with reference clams, Tannery Bay clams did not demonstrate any
significant growth effects due to exposure conditions. This discussion will focus
on the interpretation of the tissue chemistry results when evaluated in light of
the sediment and surface-water chemistry and the utility of growth metrics as
indicators of effects.

41 Meeting the Purpose and Objectives of the Study

The purpose of the monitoring program is to document whether the selected
remedy for the site is effective at reducing concentrations of bioavailable trace
elements in Tannery Bay. This purpose is achieved by meeting the specific
objectives of this study: 1) Determine whether chromium, total mercury,
methylmercury, lead, cadmium, and arsenic in Tannery Bay sediments are
available to biota residing in and/or using the Bay, and 2) determine whether
exposure to bioavailable concentrations of metals may have adverse effects on
local biota.

The concentrations of trace elements measured in the soft tissues of clams after
the 55-day deployment provide a baseline of trace-element bioavailability for
filter-feeding organisms that dwell within the surficial sediments or on top of
these sediments.
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4.2 Survival of Deployed Clams

Clam survival was very good at 92% which ensured sufficient tissues for the
chemical analyses and sufficient individuals for assessment of effects. Although
survival is usually not a very discriminating metric to evaluate adverse effects
unless physical conditions (i.e., temperature, salinity, DO) are outside the
normal range for the species, or toxic materials are present at extremely high
concentrations, survival can provide a means of quickly identifying hot spots
and prioritizing exposure conditions.

Based on mean survival by station, Station 5 appears to be the only station where
exposure conditions may be deleterious. However, survival by cage within
Station 5 is variable: two cages had low survival rates (77% and 81%; Table 3)
and two had high survival (96% and 93%), comparable to other Tannery Bay
stations. No other Tannery Bay station had such high variability in survival
rates among cages at a single station. High variability in survival at Station 5
may be due to environmental heterogeneity. The American Corbicula has a
preference for lotic conditions commonly found in shallow, well-oxygenated
shore lake habitats (Aldridge & McMahon 1978, McMahon 1979). In native lotic
habitats, C. fluminea is able to inhabit a wide variety of substrata, including bare
rock, loose gravel, sand, and even silt and mud (Horne & McIntosh 1979). This
species is nearly always eliminated from areas with decreasing sand, mud, or silt
sediments of high organic and low oxygen content (Aldridge & McMahon 1978,
Eng 1979, Fast 1971, Lenat & Weiss 1973, McMahon 1979). Station 5 was located
at the furthest end of Tannery Bay in a highly vegetated area. It is possible that
two of the cages were situated on top of decaying plant material, subjecting
clams to high organics and low dissolved-oxygen conditions.

Percent survival in this study is comparable to survival reported for this species
in other studies. For example, in a field study conducted to evaluate thermal
plumes, survival of reference clams ranged from 93.5% to 99.6% (Foe & Knight
1987); survival of clams exposed to the thermal plumes ranged from 2% to
95.5%.

4.3 Tissue Chemistry

Changes in trace element concentration and content were used to assess
bioavailability. The concentration data are useful for comparisons with previous
or other studies. The change in trace-element content, or actual mass, in the clam
is a direct measure of uptake, and provides an indication of exposure to
organisms higher in the food chain. In this study, arsenic bioavailability was
discovered only by analysis of the content data.
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4.3.1 Tissue Concentration

The results of this study indicate that bioavailable chromium is present at
all Tannery Bay stations. Although clams at Stations 9 and 10 accumulated the
least amount of chromium, the end-of-test concentrations in clams at these
stations were greater than initial concentrations. Clams at Stations 5 and 8
accumulated the most chromium, with an increasing gradient in tissue
concentration from Stations 3 and 4 to 5.

The results for total and methylmercury are difficult to interpret due to
the high concentration present in clams at the beginning of the test. C. fluminea
collected from the Saline River in Arkansas for this study contained 1.263 pug/g
dry weight (0.193 ng/g wet weight) total mercury compared with total mercury
of 0.10-0.2 ng/g dry weight in Corbicula collected in other studies (Leland and
Scudder 1990; Elder and Mattraw 1984). Unfortunately, the beginning-of-test
tissue samples were frozen and not analyzed until the end-of-test. Therefore,
there was no indication until the end of the study that the initial mercury
concentration was high. Clams at all stations had lower end-of-test mercury
concentrations when compared with initial concentrations. Although it is
difficult to use the mercury tissue-chemistry data to establish true baseline
conditions, they may be useful in establishing trends or ranking areas within
Tannery Bay. Total mercury concentrations were highest at stations 4, 5, and 9.
Methylmercury concentrations were highest at Stations 3, 4, and 5. Whether the
differences noted in mercury concentrations within Tannery Bay are due to
differential depuration among stations, differential uptake among stations, or
some combination of these mechanisms cannot be determined from this study.

Clams at Stations 4, 5, and 8 had the highest lead concentrations.
However, clams at all stations, including the reference stations, increased their
lead concentration over the duration of the study. The lack of a statistically
significant difference between reference and Tannery Bay stations suggests that
lead contamination is not restricted to Tannery Bay.

By evaluating only the tissue-chemistry concentration data, arsenic and
cadmium do not appear to be bioavailable in Tannery Bay. Except for cadmium
at Station 8, end-of-test concentrations for both arsenic and cadmium were lower
than those measured at the beginning of the test.

4.3.2 Tissue Content

The content data normalize the tissue chemistry with respect to clam
growth, allowing comparisons of uptake unbiased by differences in tissue mass
at the end of the test. The trends in the tissue content data are similar to those
identified for the tissue concentration data, with one notable exception. The
content data show that arsenic and cadmium were both bioavailable to clams.
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Clams at Stations 3, 6, 7, and 8 accumulated significantly more arsenic than the
average of the reference stations, with clams at Station 8 having the highest
arsenic content. Cadmium content in clams at Stations 2 and 8 were significantly
higher than the initial content. Station 8 cadmium content was significantly
higher than the average of the reference stations.

Based on content, the clams at Station 3 also accumulated significant
amounts of chromium compared with the average of the reference clams. For
total mercury, clams at Station 4 had a statistically significant accumulation
based on content. Clams at all Tannery Bay stations, except Stations 8 and 10,
had significantly higher methylmercury contents compared with the average of
the reference clams. However, content data for both total and methylmercury
must be interpreted with the knowledge that initial values were higher than in
the test area, as discussed in Section 4.3.1.

The bioavailability of arsenic and cadmium was not evident from analysis
of the tissue concentration data alone. Although the clams accumulated arsenic
and cadmium, they grew enough to maintain concentrations similar to, or
slightly lower than, the initial concentrations, indicating that growth dilution did
occur.

For predatory species, it is the content or dose (i.e., the quantifiable
amount of a material introduced into an animal (Rand and Petrocelli 1985)) in
food sources that is significant with respect to potential adverse effects. The
toxicity of a metal is determined by the dose at the receptor site. The primary
difference between concentration and content is that concentration allows for
common reporting of a contaminant per unit weight of the animal, whereas
content is an indication of the total amount of contaminant available within the
animal. Thus, for arsenic and cadmium, there appeared to be no concern when
only the tissue concentration data were examined; however, by evaluating the
content data it is evident that these trace elements are available for uptake and
could enter the food chain through organisms resident in Tannery Bay.

4.4 Sediment and Surface-Water Chemistry

Both sediment and surface-water samples were collected during clam
deployment and retrieval. The sediment deployment samples were analyzed
only for total- and methylmercury and conventional parameters (e.g., grain size,
TOC, etc.). Sediment retrieval samples were analyzed for all study trace
elements. These data indicate high variability in the sediment chemistry data, as
well as in the composition of sediments. The area is heterogeneous, with wide
fluctuations in the amount of fine-grained material and TOC present.

Chromium and lead concentrations were highly correlated with TOC (r=0.94 and
r=0.92, respectively). Chromium and lead concentrations also correlated with
percent fines (r=0.80 and r=0.75, respectively). The association of metals with
these fine organic-rich materials helps explain some of the spatial variability in
sediment chemistry.



Surface waters for one reference and four Tannery Bay stations were analyzed
from both the deployment and retrieval samples. Except for chromium and
methylmercury, the correlation analyses indicated poor relationships between
water and sediment chemistry. However, because of the small surface-water
sample size, results from these correlation analyses must be used cautiously;
small sample size alone may drive a stronger correlation. The correlation for
chromium suggests that the unfiltered surface water over sediments has
proportionate amounts of chromium, most likely associated with the particulate
material within the water column.

4.5 Comparison of Bioavailability and Sediment Contamination

To assess the relative bioavailability of all five trace elements measured for clams
at different stations, quotients calculated from the end-of-test tissue content
divided by the initial tissue-content data were summed for five contaminants at
each station (Table 8). Stations were ranked according to degree of uptake as
follows:

Ranked order based on tissue quotients from greatest contaminant uptake to
least uptake:

Stab>Sta8>Sta4>Sta6>Sta7>Sta3>5ta9>Stal10>Sta2>Sta 1.

This ranked order is somewhat different than the station rankings calculated for
sediments based on exceedance of the Ontario LEL values (Table 16).

Ranked order based on sediment LEL quotients from most contaminated to least
contaminated:

Sta3>Stad4d>Stab5>Sta6>Sta”7 >Sta8>5Sta10>Sta9 >Stal > Sta 2.

The tissue and sediment rankings agree on the areas of lesser concern in Tannery
Bay (i.e., Stations 9 and 10) and the areas of modest concern (i.e., Stations 6 and
7). There is some agreement on the most contaminated areaséthose around
Stations 4 and 5. The primary differences in bioavailability and degree of
sediment contamination are Stations 3 and 8. Based on tissue chemistry, Station
8 appears to be a greater concern than Station 3; sediment chemistry suggests
that Station 3 is the area of greatest concern. The reason for this discrepancy is
uncertain, but is probably a result of several environmental factors affecting
contaminant availability discussed below. The reference stations had the lowest
concentrations of contaminants and the smallest contaminant uptake.
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Station 3 is characterized by sediments composed primarily of fines containing
high concentrations of trace elements and TOC; bioavailability was found to be
moderate. Station 8 is characterized by sediments composed primarily of sand
and moderate-to-low concentrations of both trace elements and TOC;
bioavailability was found to be very high. Bioavailability at Station 8 may be
increased relative to sediment concentrations due to lower binding of
contaminants. Another possible explanation is tied to the apparent semi-
circular, northwest-to-northeast, surface-water flow in Tannery Bay. Under this
scenario, Station 3 would receive more flow from the river, whereas Station 8
would receive water that had come in contact with contaminated bay sediments
for a longer duration. Of all the areas monitored in Tannery Bay, Stations 3, 4,
and 5 have the highest TOC levels and the highest percent fines. Although both
organic carbon and fine, particulate material can serve as binding sites for labile
trace elements, the high levels of trace elements measured in clam tissue at
Stations 5 and 4 suggest that not all of the trace elements are bound and
biologically unavailable to aquatic receptors.

Clams at Station 3 may not have accumulated trace elements in proportion to
their supply in sediment due to both sediment binding and influence of water
from St. Mary’s River. A fair relationship was found between water and tissue
chemistry (r=0.62), suggesting that biologically available trace elements are
present in the water column. It is likely that the clams also accumulated
chromium from the sediments, but the weakest relationship was found between
these parameters (r=0.27). The tissue chemistry data and the correlation
coefficients suggest that clams are integrating exposure from both the sediment
and surface-water pathways, and that the contribution from each pathway is
different, depending on conditions specific to the area of deployment. The
moderate correlation coefficients obtained between sediment and tissues and
between water and tissues are probably due to uptake from both sediment and
water sources. Water circulation, and the distribution of particulate-bound trace
elements, are likely a key factor in bioavailability to the filter-feeding clams. The
beginning- and end-of-test surface-water chemistry (Table 15) clearly shows
high variability in total trace elements. At the start of the test, the highest
concentrations were found near Stations 4 and 5. Surface water was not
collected at Station 8, but data for Station 9 indicate that trace elements in surface
water were among the lowest at the start of the test. At the end of the test, the
trace-element concentrations in surface water were similar for all locations
sampled.

One unknown is the relationship between the horizon of sediment to which the
clams were exposed and the horizon of sediment used in chemical analysis.
Clams were probably exposed to trace element concentrations in the top 1-2 cm.
It is uncertain if the sediment analyzed included deeper sediments and
potentially different trace element concentrations. If surface sediments were
homogenized with slightly deeper sediments, the correlation coefficients
between tissue and sediment concentration could be lower as a consequence of
sampling technique.
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4.6 Comparison with Previous Studies

The 1997 baseline monitoring study data corroborate the presence of sediments
in Tannery Bay contaminated with chromium and other trace elements.
Sediment chromium concentrations measured during the 1997 baseline
monitoring study are fairly consistent with data collected in 1993 (Cannelton
Ind. 1995a), 1994 (US EPA/ERT 1995), and 1995 (Cannelton Ind. 1995b). The
most comprehensive data set appears to be associated with the 1994 and 1995
sampling events. In all sampling events, the highest concentrations of chromium
were found in sediments between the mainland and the small island in the
western corner of the bay. In general, the highest concentrations are found to the
west of the small island in Tannery Bay while the lowest are along the outer
portion of Tannery Bay as it merges with the Saint Mary’s River; mid-range
concentrations are found in sediments in the eastern portion of Tannery bay.
The surficial sediments from the area surrounding the 1997 baseline monitoring
Station 4 historically have had the highest chromium concentrations: 18,430
mg/kg measured in 1993 (Cannelton Ind. 1995a), 30,000 mg/kg measured in
1994 (US EPA/ERT 1995), and 28,400 measured in 1995 in sediments collected
from an area slightly to the southeast (Cannelton Ind. 1995b). In the 1997
baseline monitoring study, the highest chromium concentration in surficial
sediments, 20,598 mg/kg, was measured in sediments collected from Station 3.
In previous studies, chromium concentrations in sediments from the vicinity of
Station 3 were reported as 1,871 mg/kg (Cannelton Ind. 1995a) and 8,200 mg/kg
(US EPA/ERT, 1995); samples collected in 1995 from an area slightly to the east
of Station 3 had a chromium concentration of 16,300 mg/kg (Cannelton Ind.
1995b). In the 1997 baseline monitoring study, the lowest chromium
concentration was measured in sediments from Station 9. Historically,
chromium concentrations in this area have been quite variable, reported as 3,014
mg/kg in 1993 (Cannelton Ind. 1995a), 5,800 mg/kg in 1994 (US EPA/ERT
1995), and 1,850 in 1995 (Cannelton Ind. 1995b). In the 1995 sampling event
(Cannelton Ind. 1995b), subsurface sediments were collected and reported to
contain chromium concentrations equal to, or higher than, those measured in the
surficial sediments. It is possible that currents and ice movement in Tannery
Bay and the Saint Mary’s River continue to move surficial sediments, causing
deeper, more contaminated sediments to become exposed. Both historical and
recent data emphasize the need for continued monitoring.

The amount of chromium accumulated by crayfish in 1994 (U.S. EPA /ERT 1995)
is similar to the amount accumulated by clams in this biomonitoring study. In
1994, tissues of crayfish from Tannery Bay were reported to contain between 1.4
and 9.6 mg Cr/kg tissue wet weight. One very high value of 29 mg/kg wet
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weight was reported at one station from Hairball Beach (Station HB-3). The
chromium concentrations in clams deployed in Tannery Bay ranged from 1.43 to
11.24 mg/kg wet weight. The concentrations of chromium in fish tissues
measured in 1994 were within the ranges reported for both crayfish and clams.
Tissue chemistry data were collected for the mayfly Hexagenia during the
remedial pre-design studies (Cannelton Ind. 1995a). The concentration of
chromium in mayflies collected from Tannery Bay ranged from 255 to 776
mg/kg dry weight compared with dry weights of 9.49 to 70.23 mg/kg in clams.
Concentrations in mayflies are 1 to 2 orders of magnitude higher than measured
in clam tissues during this baseline study (Table 4).

In contrast to the tissue:sediment correlations for the clams in this study,
chromium concentrations in mayfly tissues were highly correlated with
sediment concentrations measured in 1994 (r=0.987). It is unclear if the mayfly
data, or even the crayfish or fish data, are directly comparable to the clam data.
Concerns include their different feeding strategy as selective sediment feeders
(mayflies actively feed on lighter, finer sediments containing higher amounts of
organic material), their duration in the sediments (up to 2 years for mayflies),
their migratory nature (none of these species remain within a specified area),
and potential changes in exposure conditions between 1993 and 1997. Filter-
feeding clams and sediment-feeding mayflies receive very different exposures to
trace elements in the same sediments. Clams integrate exposure from two
media, while the sediment- dwelling mayflies reflect a narrower source. Adding
another species with a different feeding strategy (such as crayfish) to the
monitoring program would improve the dataset on availability and sediment
recovery. A sediment-feeding organism may have higher concentrations than
the filter-feeding clams. The differences portrayed by the mayfly data support
the need for a second species, particularly if information on the bioavailability of
trace elements within the upper 10 cm of sediment is required.

4.7 Growth

One component of the study was to evaluate the potential for adverse effects
associated with exposure to trace elements in Tannery Bay. The metrics used to
evaluate growth, end-of-test whole-animal wet weight, growth rates based on
whole weights, and end-of-test tissue weights did not indicate impact due to
exposure in Tannery Bay when compared with the average of the reference
stations. The data generated in this study should be used for baseline purposes.
Limited comparison should be made to growth with respect to reference clams
because of the poor growth observed in Reference Station 1 clams. Clams at
Reference Station 1 had the lowest growth of all clams; the Reference Station 2
clams had slightly better whole-animal and tissue growth than those at Station 1.
However, on average, the reference clams did not grow as well as the clams
deployed in Tannery Bay.

38



The most interesting comparisons with the growth data are those among
Tannery Bay stations only. The clams at Station 5 had the lowest performance
for each of the growth metrics evaluated. Station 5 Replicates 3 and 4, with low
survival, had very low growth (3.5 mg/week) compared with Replicates 1 and 2
(14.6 mg/week), with high survival. The replicates with high survival and
growth still had lower growth rates than any of the other Tannery Bay stations.
Growth rates, end-of-test tissue weights, and whole-animal wet weights all
decreased along a gradient across Stations 3, 4, and 5. Although no strong
relationships were found when the tissue-chemistry data were correlated with
the growth data, a very strong relationship exists between these parameters for
Stations 3, 4, and 5.

Although no significant differences were found in percent solids for the clams
after deployment, there are some trends with solids that follow those seen with
elevated tissue chemistry and reduced growth. Significant reductions in percent
solids have been associated with stress and exposure to various chemicals
(Belanger et al. 1986a,b; Doherty 1990). The clams at Station 5 had the lowest
percent solid concentration at the end of the study when compared with the
other clams. The lowest percent-solids data came from replicates 3 and 4 at
Station 5. Although the percent-solid data do not distinguish between classes of
contaminants or stressors, this metric responds in a negative fashion to any
detrimental agent. Tissues of stressed clams will have higher percentages of
water than unstressed individuals. This adds to the weight-of-evidence in
evaluating the impact of exposure conditions.

These growth-effects data will be most useful in future years by providing a
basis for comparison with other data. Significant differences in growth
parameters compared with the baseline data may reflect changes in sediment
and/or surface-water chemistry.

4.8 Temperature

Although the sites within Tannery Bay and St. Mary’s River were selected to
minimize temperature differences, statistically significant differences were
found among stations. Separating statistical significance from ecological
significance is important, but difficult. What effect, if any, do the measured
temperature differences have on the observed growth results? None of the clam
growth metrics were strongly correlated with temperature, as indicated by the
poor correlation coefficients (i.e., r<0.5) obtained when each of the growth
metrics were compared with temperature. Although there were some
differences in temperature among stations, the overall exposure conditions are
within the preferred limits (viz., 10- 25°C) for this species, except at Reference
Station 1 where the temperature reached 26.3°C for a very short period.
Prolonged exposure to temperatures > 25°C have extensive effects on Corbicula
biology, including depressed filtration rates (Mattice 1979), feeding rates, and
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reproductive capacity. When exposed to these elevated temperatures,
individuals spend most of the time with their siphons withdrawn and valves
closed (McMahon 1979). It is doubtful that the brief exposure to the high
temperature at Station 1 greatly affected the caged clams transplanted there,
although this is one concern regarding the appropriateness of Station 1 as a
reference area.

Station 5 is the only station that stands apart as having different temperatures
within Tannery Bay. The mean temperature was 3.3°C lower than the means of
the other Tannery Bay stations, and Station 5 had the lowest temperature, 10.5°C.
Groundwater discharge occurring in the wetlands in the southwest corner of
Tannery Bay possibly explains the lower water temperatures measured at this
station. The temperatures measured at Station 5 are well within the clam’s
tolerance range, although it has been noted that low temperatures may reduce
growth rates (Abbott 1979, Buttner & Heidinger 1980, Dreier & Tranquilli 1981)
and inhibit veliger release (Heinsohn 1958, Aldridge 1976, Aldridge & McMahon
1978). The lower lethal temperature limit for Corbicula is near 2°C (Mattice &
Dye 1976). Several reports of massive midwinter mortalities and/or total
extinctions have been associated with ambient water temperatures near 0°C
(Bickel 1966; Dreier & Tranquill 1981; Horning & Keup 1964).

4.9 Problems Encountered during the Study

The most significant problem encountered during this study was the presence of
mercury in clam tissues at the beginning of the test. The problem of background
contamination experienced in this and previous studies suggests that it may be
very difficult to obtain freshwater bivalves that are free of mercury
contamination. It may be necessary to obtain test specimens months in advance
of the study to allow for depuration at a location known to be contaminant-free.
The half-life of mercury depuration is approximately 90 days (N. Bloom, pers.
commun., 1998); this length of time may be necessary to remove all traces of
mercury from field-collected specimens. One of the most important elements of
future monitoring studies should be the chemical characterization of source
animals well before initiating the study.

A second problem in this study was the selection of the reference stations. The
data strongly suggest that exposure conditions, excluding chemical
contaminants, were dissimilar between the reference and Tannery Bay stations.
The physical attributes of the reference stations must be as similar as possible to
the test stations, including temperature ranges, food availability, vegetation,
water depth, and currents.
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5.0 Recommendations

1) NOAA recommends that studies conducted in future years retain all study
parameters. Tissue chemistry, growth effects, sediment chemistry, and surface-
water chemistry are required to determine the effectiveness of the remedial
alternative. A minimum of three data sets must be collected to establish a trend
and provide sufficient information to re-evaluate the program requirements. At
that time it may be appropriate to adjust the study parameters.

2) The second round of monitoring should not occur until shore-side remedial
activities are completed.

3) Further studies should be conducted at the same time of the year to allow
direct comparison of tissue-chemistry and growth-effects data.

4) The initial mercury concentration in bivalves should be reduced. Either an
alternative source of clams should be identified, or the clams should be collected
long enough before the study commences to allow complete, or near complete,
depuration of mercury.

5) Replicate data at Station 5 was quite variable. In future years, cages placed at
this station should be located away from highly vegetated sediments to ensure
similar conditions for all clams.

6) NOAA recommends conducting a site reconnaissance to determine if a more
appropriate and representative reference station can be located to replace the
Waiska Bay Reference Station 1 for use in future years” monitoring.

7) Although the clams integrate both sediment and water chemistry, it would be
advantageous to add a second species (i.e., crayfish) to the study to obtain
specific data on bioavailability of trace elements in the surficial sediments and to
ensure sufficient characterization of chemical bioavailability to all species (i.e.,
tilter-feeding and deposit/sediment-feeding) currently or potentially using
Tannery Bay. This recommendation should be implemented to help assess food
chain impacts in the event that future year sampling data reveals no decrease in
contaminant bioavailability.
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Table 1. Deployment position, time, water depth, and range of depth
at each station.

Cage Deployment GPS Water Range of
Station numbers time coordinates depth (ft)  depth (ft)
1 13, 22, 25, 43 7/16; 2:30pm 46°26'30.60"N 2'6" 2'1" - 3'6"
(Ref 1) 84°35'54.31"W
2 5,15, 24, 35 7/17;10:45am  46°29'21.51"N 2'5" 2'-3'5"
Ref 2 84°24'03.37"W
(
3 2,11, 30, 37 7/16; 5:50pm 46°29'34.54"N 3'6" 31" - 4'6"
84°23'24.33"W
4 3,17, 23, 34 7/16; 7:00pm 46°29'32.94"N 2'7" 22" - 3'7"
84°23'23.72"W
5 4,18, 27,42 7/16; 7:15pm 46°29'30.74’N 19" 1'4" - 2'9"
84°23'23.45"W
6 14, 19, 26, 41 7/16; 7:30pm 46°29'32.34’N 17" 12"-2'7"
84°23'19.23"W
7 1,9, 20, 38 7/17; 11:07am  46°29'31.89’N 2'9" 2'4" - 3'9"
84°23'15.05"W
8 16, 28, 33, 44 7/16; 6:20pm 46°29'36.56"N 4'6" 4'1" - 5'6"
84°23'12.14"W
9 8,10, 21, 39 7/17: 10:08am  46°29'35.39’N 3'8" 3'3" - 4'8"
84°23'17.62"W
10 6, 12, 31, 40 7/17;10:20am  46°29'37.08"’N 32" 27" - 42"
84°23'23.45"W
11 7,29, 32, 36 NA NA NA NA

(Initial tissue)

NA - Not applicable

Table 2. Analyte list and targeted detection limits for clam tissues.

Analyte Method Target detection limit*
Chromium (total) EPA 200.9 STP-GFAA 0.01 mg/kg
Cadmium EPA 200.9 STP-GFAA 0.005 mg/kg
Lead EPA 200.9 STP-GFAA 0.07 mg/kg
Arsenic EPA 200.9 STP-GFAA 0.05 mg/kg
Total Mercury BR-0002 CVAFS 0.0001 mg/kg
Methylmercury BR-0011 CVAFS 0.001 mg/kg
Percent Solids BR-1501 0.1%

Percent Lipids EPA 8290 1.0%

* Detection limits are not guaranteed due to the possibility of matrix interferences
STP-GFAA - Stabilized temperature platform-graphite furnace atomic absorption
CVAFS - Cold vapor atomic fluorescence spectrometry

BR - Brooks Rand



Table 3. End-of-test percent survival for clams deployed in Tannery Bay
and at reference stations.

Sta 1 Sta 2 Sta 3 Sta 4 Sta 5 Sta 6 Sta7 Sta 8 Sta9 Sta10

Replicate 1 85 93 95 96 96 93 91 95 95 96
Replicate 2 96 95 88 87 93 97 92 95 95 91
Replicate 3 95 95 88 92 77 92 87 97 92 93
Replicate 4 93 91 93 85 81 96 97 92 92 89
Mean 92 94 91 90 87 94 92 95 94 92
SD 5.0 1.9 3.6 5.0 9.2 24 4.1 2.1 1.7 3.0
N 277 280 273 270 261 284 275 284 280 277

Results of statistical analyses on clam survival.

Tannery Bay stations compared with the average of reference stations

Sta 3 Sta 4 Sta 5 Sta 6 Sta7 Sta 8 Sta 9 Sta 10

Survival NS NS - NS NS NS NS NS

-- Clams from Tannery Bay station significantly less than the average of reference stations.
NS - No significant difference between Tannery Bay station and the average of reference stations.



Table 4. Mean concentration (dry and wet weights) of trace elements in clam

Dry Weight Concentration (mg/kg)

tissues.

Initial Sta1&2* Sta1 Sta2 Sta3 Stad4 Sta5 Sta6 Sta7 Sta8 Sta9 Sta10
Arsenic
Rep 1 6.07 6.09 468 575 463 467 482 544 514 504 545
Rep 2 6.25 478 6.01 453 541 548 500 473 576 445 533
Rep 3 6.56 582 556 599 500 647 598 530 6.52 543 537
Rep 4 6.12 579 541 489 517 652 590 495 6.26 522 5.15
Mean 6.25 5.52 562 542 529 505 579 543 511 592 504 5.33
+2SE 0.22 0.53 058 055 069 033 088 060 032 061 042 0.13
Cadmium
Rep 1 3.19 261 281 310 191 244 199 254 292 247 2.83
Rep 2 3.15 1.78 335 201 260 263 209 247 322 217 2.82
Rep 3 2.74 244 364 3.01 225 291 281 252 397 253 319
Rep 4 3.15 208 293 236 229 315 397 256 348 255 272
Mean 3.06 2.71 223 318 262 226 278 272 252 340 243 2.89
+2SE 0.21 0.62 037 038 052 028 031 091 004 044 018 0.21
Chromium
Rep 1 2.38 6.51 6.31 17.80 18.10 62.20 14.50 26.20 34.30 8.83 7.92
Rep 2 2.77 448 468 20.80 32.80 79.20 1750 16.30 19.20 1250 7.12
Rep 3 2.92 13.00 569 1750 9.10 82.20 19.60 17.60 101.00 13.30 14.70
Rep 4 2.90 8.77 6.87 13.10 40.80 57.30 22.60 17.70 4510 24.80 8.13
Mean 2.74 7.04 8.19 589 17.30 25.20 70.23 18.55 19.45 49.90 14.86 9.47
+2SE 0.25 2.76 365 0.94 317 1427 1232 342 454 3568 6.91 3.52
Lead
Rep 1 0.620 0.895 1.570 0.778 0.800 1.450 0.568 0.663 0.879 0.822 0.826
Rep 2 0.026 0.460 0.887 0.426 2.770 1.730 1.460 0.872 0.779 0.702 0.973
Rep 3 0.165 0.764 0.997 0.554 0.925 2.190 0.879 0.903 2.260 0.988 1.070
Rep 4 0.165 0.625 0.920 0.807 1.050 1.360 1.170 0.698 1.530 0.994 0.805
Mean 0.244 0.890 0.686 1.094 0.641 1.386 1.683 1.019 0.784 1.362 0.877 0.919
+2SE 0.259 0.326 0.187 0.321 0.183 0.928 0.373 0.383 0.121 0.685 0.141 0.126
Mercury
Rep 1 0.993 1.210 0.793 0.830 0.885 0.932 0.827 0.644 0.697 0.879 0.781
Rep 2 1.660 0.858 0.771 0.876 0.995 1.030 0.844 0.814 1.090 0.783 0.873
Rep 3 1.060 1.130 0.877 0.862 0.981 1.260 0.678 0.987 0.792 1.930 0.853
Rep 4 1.340 1.100 0.893 0.894 1.040 1.020 0.675 0.810 1.030 0.807 0.926
Mean 1.263 0.954 1.075 0.834 0.866 0.975 1.061 0.756 0.814 0.902 1.100 0.858
+2SE 0.304 0.167 0.152 0.060 0.027 0.065 0.140 0.092 0.140 0.188 0.555 0.060
Methylmercury
Rep 1 0.255 0.149 0.121 0.153 0.171 0.153 0.146 0.116 0.086 0.139 0.125
Rep 2 0.243 0.105 0.077 0.162 0.180 0.124 0.143 0.146 0.097 0.141 0.135
Rep 3 0.267 0.201 0.093 0.136 0.157 0.197 0.113 0.159 0.102 0.143 0.131
Rep 4 0.269 0.185 0.105 0.176 0.223 0.151 0.100 0.103 0.123 0.137 0.134
Mean 0.259 0.130 0.160 0.099 0.157 0.183 0.156 0.126 0.131 0.102 0.140 0.131
+2SE 0.012 0.045 0.043 0.019 0.017 0.028 0.030 0.023 0.026 0.016 0.003 0.005



Table 4 (continued)
Wet Weight Concentration (mg/kg)

Initial Sta1&2* Sta1 Sta2 Sta3 Stad4 Sta5 Sta6 Sta7 Sta8 Sta9 Sta10

Arsenic
Rep 1 0.91 093 068 089 076 073 078 092 0.85 079 0.84
Rep 2 0.97 073 088 077 082 088 080 074 088 0.72 0.80
Rep 3 0.98 089 084 087 081 104 098 082 1.02 087 0.81
Rep 4 0.94 089 081 079 076 105 095 085 094 084 0.77
Mean 0.95 0.83 086 080 083 079 093 088 083 092 0.81 0.80
+2SE 0.03 0.09 009 0.09 006 003 0.15 010 0.08 0.08 0.07 0.03
Cadmium
Rep 1 0.48 040 041 048 032 038 032 043 048 0.39 0.44
Rep 2 0.49 027 049 034 040 042 033 039 049 035 042
Rep 3 0.41 037 055 044 036 047 046 039 062 041 0.48
Rep 4 0.48 032 044 038 034 051 064 044 052 041 0.41
Mean 0.46 0.41 034 047 041 035 045 044 041 053 039 0.44
+2SE 0.04 0.09 0.06 006 006 0.03 005 0.15 003 0.06 0.03 0.03
Chromium
Rep 1 0.36 1.00 091 274 299 977 235 443 566 1.39 1.23
Rep 2 0.43 069 069 352 499 1275 280 254 294 201 1.07
Rep 3 0.44 199 086 256 147 1323 321 273 1586 2.14 2.21
Rep 4 0.44 1.3 102 211 6.00 923 364 304 6.77 399 1.21
Mean 0.42 1.06 125 087 273 3.86 1124 3.00 319 7.80 238 1.43
+2SE 0.04 0.43 056 0.14 059 202 204 055 085 560 112 0.52
Lead
Rep 1 0.09 014 023 012 013 023 0.09 0.11 015 0.13 0.13
Rep 2 0.00 0.07 0.13 0.07 042 028 023 014 012 0.11 0.15
Rep 3 0.05 012 0.15 008 015 035 0.14 014 035 0.16 0.16
Rep 4 0.05 010 0.14 0.13 015 022 019 012 023 0.16 0.12
Mean 0.05 0.13 010 016 010 0.21 0.27 016 013 0.21 0.14 0.14
+2SE 0.04 0.05 0.03 0.04 003 014 006 006 001 011 0.02 0.02
Mercury
Rep 1 0.149 0.185 0.115 0.128 0.146 0.146 0.134 0.109 0.115 0.138 0.121
Rep 2 0.257 0.131 0.113 0.148 0.151 0.166 0.135 0.127 0.167 0.126 0.131
Rep 3 0.159 0.173 0.132 0.126 0.159 0.203 0.111 0.153 0.124 0.311 0.128
Rep 4 0.205 0.168 0.133 0.144 0.153 0.164 0.109 0.139 0.155 0.130 0.138

Mean 0.193 0.144 0.164 0.123 0.136 0.152 0.170 0.122 0.132 0.140 0.176 0.129
+2SE 0.050 0.028 0.023 0.011 0.011 0.005 0.024 0.014 0.019 0.024 0.090 0.007

Methylmercury
Rep 1 0.038 0.023 0.018 0.024 0.028 0.024 0.024 0.020 0.014 0.022 0.019
Rep 2 0.038 0.016 0.011 0.027 0.027 0.020 0.023 0.023 0.015 0.023 0.020
Rep 3 0.040 0.031 0.014 0.020 0.025 0.032 0.019 0.025 0.016 0.023 0.020
Rep 4 0.041 0.028 0.016 0.028 0.033 0.024 0.016 0.018 0.018 0.022 0.020

Mean 0.039 0.020 0.024 0.015 0.025 0.028 0.025 0.020 0.021 0.016 0.022 0.020
+2SE 0.002 0.007 0.007 0.003 0.004 0.003 0.005 0.004 0.003 0.002 0.001 0.000

®Value represents average of data (n=8) for Reference Stations 1 and 2



Table 5. Mean content (ug dry weight) of trace elements in clam tissues.

Content (ug dry weight)

Initial Sta1&2® Sta1 Sta2 Sta3 Sta4 Sta5 Sta6 Sta7 Sta8 Sta9 Sta10
Arsenic
Rep 1 0.62 062 058 079 067 058 072 082 0.77 072 0.70
Rep 2 0.65 064 075 073 070 069 074 067 078 062 0.65
Rep 3 0.66 060 069 081 074 073 087 071 092 0.77 0.67
Rep 4 0.60 064 067 072 064 072 081 073 082 072 0.67
Mean 0.63 0.65 062 067 076 069 068 0.79 0.73 082 0.71 0.67
+2SE 0.02 0.05 0.02 0.07 0.05 004 0.07 0.07 0.06 0.07 0.07 0.02
Cadmium
Rep 1 0.33 027 035 043 027 030 030 038 044 035 0.36
Rep 2 0.33 024 042 032 033 033 031 035 044 030 0.34
Rep 3 0.27 025 045 041 033 033 041 034 056 036 040
Rep 4 0.31 023 036 035 029 035 054 038 046 035 0.35
Mean 0.31 0.32 025 040 038 031 033 039 036 047 0.34 0.36
+2SE 0.02 0.09 0.02 0.05 0.05 003 002 011 0.02 0.06 0.03 0.02
Chromium
Rep 1 0.24 066 078 245 261 773 218 397 516 126 1.02
Rep 2 0.29 060 058 336 422 1004 261 232 260 174 0.86
Rep 3 0.29 135 071 237 134 931 285 235 1418 190 1.83
Rep 4 0.29 097 085 193 509 6.36 3.09 262 590 340 1.05
Mean 0.28 0.81 089 0.73 253 331 836 268 281 696 207 1.19
+2SE 0.02 0.25 034 011 060 167 164 039 078 502 092 043
Lead
Rep 1 0.063 0.091 0.195 0.107 0.115 0.180 0.085 0.100 0.132 0.117 0.106
Rep 2 0.003 0.061 0.111 0.069 0.356 0.219 0.217 0.124 0.106 0.098 0.118
Rep 3 0.016 0.079 0.124 0.075 0.136 0.248 0.128 0.120 0.317 0.141 0.133
Rep 4 0.016 0.069 0.114 0.119 0.131 0.151 0.160 0.103 0.200 0.136 0.104
Mean 0.03 0.11 0.08 014 0.09 0.18 020 0.15 0.11 019 0.12 0.12
+2SE 0.027 0.043 0.013 0.040 0.024 0.115 0.043 0.056 0.012 0.094 0.020 0.013
Mercury
Rep 1 0.102 0.124 0.099 0.114 0.127 0.116 0.124 0.098 0.105 0.125 0.101
Rep 2 0.172 0.114 0.096 0.142 0.128 0.131 0.126 0.116 0.148 0.109 0.106
Rep 3 0.106 0.117 0.109 0.117 0.145 0.143 0.099 0.132 0.111 0.275 0.106
Rep 4 0.132 0.121 0.111 0.131 0.130 0.113 0.092 0.120 0.135 0.111 0.120
Mean 0.128 0.111 0.119 0.104 0.126 0.132 0.126 0.110 0.116 0.125 0.155 0.108
+2SE 0.032 0.010 0.004 0.007 0.013 0.008 0.014 0.017 0.014 0.020 0.080 0.008
Methylmercury
Rep 1 0.026 0.015 0.015 0.021 0.025 0.019 0.022 0.018 0.013 0.020 0.016
Rep 2 0.025 0.014 0.010 0.026 0.023 0.016 0.021 0.021 0.013 0.020 0.016
Rep 3 0.027 0.021 0.012 0.018 0.023 0.022 0.016 0.021 0.014 0.020 0.016
Rep 4 0.026 0.020 0.013 0.026 0.028 0.017 0.014 0.015 0.016 0.019 0.017
Mean 0.026 0.015 0.018 0.012 0.023 0.025 0.018 0.018 0.019 0.014 0.020 0.017
+2SE 0.001  0.004 0.003 0.002 0.004 0.002 0.003 0.004 0.003 0.001 0.001 o0.001

®Value represents average of data (n=8) for Reference Stations 1 and 2



Table 6. Results of statistical analyses on tissue concentration data.

Tannery Bay stations compared with the average of reference stations
Sta 3 Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10

Arsenic NS NS NS NS NS NS NS NS
Cadmium NS NS NS NS NS * NS NS
Chromium NS * * * * * NS NS
Lead NS NS NS NS NS NS NS NS
Mercury NS NS NS NS NS NS NS NS
Methylmercur * * * NS NS - NS NS
y

* Concentration in clams from Tannery Bay station significantly greater than the average of reference stations.
NS - No significant difference between Tannery Bay station and the average of reference stations.
-- Concentration in clams from Tannery Bay station significantly less than the average of reference stations.

All Stations compared with the Initial (T,) concentration
Sta 1 Sta 2 Sta 3 Sta 4 Sta 5 Sta 6 Sta7 Sta 8 Sta9 Sta10

Arsenic NS NS NS - NS NS - NS - NS
Cadmium NS NS NS NS NS NS NS NS NS NS
Chromium * NS * * * * * * * *
Lead * * * * * * * * * *
Mercury NS - NS NS NS - - NS NS NS
Methylmercur -- -- -- -- -- -- -- -- -- --
y

* Concentration in clams from station significantly greater than the initial (To) concentration.
NS - No significant difference between station and the initial (To) concentration.
-- Concentration in clams from station significantly less than the initial (To) concentration.

Results of Student Newman-Keuls analyses on Tannery Bay stations

Arsenic Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10

Sta 3 .814270  .584874 935425  .637188 .495301 .911501 .928815
Sta 4 430691 .869236  .893374 .311926  .964431 .894614
Sta 5 361812 420663 .730462  .476945  .471481
Sta 6 .841382 420587  .910960  .798480
Sta 7 317988  .982237  .838171
Sta 8 340642  .432228
Sta 9 .942486
Cadmium  Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10

Sta 3 .665661  .862052  .763521  .757503  .126046  .816730  .822549
Sta 4 565403  .602881  .686484  .02436* .596451 433798
Sta 5 .830683  .838204  .141291  .789479  .733573
Sta 6 812403  .155535 .797992  .841996
Sta 7 .091184 769555  .763650
Sta 8 .063363  .117045

Sta 9 .683025



Table 6 (continued).

Log-transformed

Chromium Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Sta 3 .846750  .00100*  .812555  .922308  .04041* 476774  .098294
Sta 4 .00166*  .834543 670226 .03548* 549013  .063644
Sta 5 .00122* .00113*  .093466 .00032*  .00015*
Sta 6 .886829  .04532* .606781  .103420
Sta 7 .03528* .688880  .113172
Sta 8 .01085*  .00056*
Sta 9 .162674
Log-transformed

Lead Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Sta 3 .098554  ,00935* .391874  .361751 .102810 .363678 .401195
Sta 4 416405  .348370 .377600 .922398  .523952  .480659
Sta 5 140419  .060593  .246678  .119946  .134218
Sta 6 815750  .550275  .906747  .831228
Sta 7 407054  .652333  .786808
Sta 8 585958  .589559
Sta 9 .837986
Rank-it

;;Z’::l‘:‘:;med Sta4  Sta5  Sta6  Sta7  Sta8  Sta9 Sta10
Sta 3 728777 494554 438258 585298  .994971 1932098  .752391
Sta 4 560977  .181286  .352135 .564255 502584  .658985
Sta 5 .069875  .162117  .385769  .424959  .399499
Sta 6 .602263  .552391 435239 460747
Sta 7 748399  .660360  .504001
Sta 8 .728451 .943398
Sta 9 .904760
Methylmercury Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Sta 3 .089930 .973275 .308626 423846  .01550* 500263  .329013
Sta 4 .190474 .01073* .01939*  .00039* .03636* .01444*
Sta 5 .256465 .337308 .01273* 280296  .225946
Sta 6 711838 .120665  .758777  .919554
Sta 7 .138031 815107  .986674
Sta 8 .103081 215748
Sta 9 557576

Values in bold face and marked with an asterisk indicate a significant difference between stations.



Table 7. Results of statistical analyses on tissue content data.

Tannery Bay Stations compared with the average of reference stations

Sta 3 Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Arsenic * NS NS * * * NS NS
Cadmium NS NS NS NS NS * NS NS
Chromium * * * * * * NS NS
Lead NS NS NS NS NS NS NS NS
Mercury NS * NS NS NS NS NS NS
Methylmercury * * * * * NS * NS

* Content in clams from Tannery Bay station significantly greater than the average of reference stations.

NS - No significant difference between Tannery Bay station and the average of reference stations.
-- Concentration in clams from Tannery Bay station significantly less than the average of reference stations.

All Stations compared with the Initial (T,) content

Sta 1 Sta 2 Sta 3 Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta9 Sta10
Arsenic NS NS * NS NS * NS * NS NS
Cadmium NS NS NS NS NS NS NS * NS NS
Chromium * * * * * * * * * *
Lead * * * * * * * * * *
Mercury NS NS NS NS NS NS NS NS NS NS
Methylmercur  -- -- NS NS -- -- -- -- -- --

y

* - Content in clams from station significantly greater than the initial (To) content.
NS - No significant difference between station and the initial (To) content.
--Content in clams from station significantly less than the initial (To) content.

Results of Student Newman-Keuls analyses on Tannery Bay stations

Arsenic Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10

Sta 3 246178  .294896  .567017  .479323 .329379  .356169  .232615
Sta 4 935554 123708  .463488 .02674* .608212  .924048
Sta 5 140279 581636 .02906* .820743  .768725
Sta 6 409248 .390203  .222626  .099445
Sta 7 .159087  .501585  .522781
Sta 8 .060453  .01858*
Sta 9 .805475
Log-transformed

Cadmium Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10

Sta 3 271655  .623085  .883704  .935928  .052864  .732871  .750743
Sta 4 438111 .260652  .272000 .00216* 479573  .352153
Sta 5 .627829 541491  .01082* 703402  .695554
Sta 6 1959430  .02906* 762610  .886242
Sta 7 .065513  .500424  .979693
Sta 8 .02008*  .04653*
Sta 9 .759936




Table 7 (continued)

Log-transformed

Chromium Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Sta 3 929033  .00375*  .802568 .931000 .04635* .398803  .03103*
Sta 4 .00395*  .933628  .808083  .02598* 593180  .02991*
Sta 5 .00485* .00404*  .228600 .00072* .00015*
Sta 6 915009  .053327 516024  .03141*
Sta 7 .03848* .620461  .03736*
Sta 8 .00914*  .00025*
Sta 9 .075181
Log-transformed

Lead Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Sta 3 124241 .03979*  .330186  .354026  .104362 .555812  .540986
Sta 4 724440 479289 451652  .835989  .397792  .410296
Sta 5 459243 213493 580128  .256272  .214819
Sta 6 760396  .628120  .552991  .671570
Sta 7 419832 923403  .901421
Sta 8 435976 .404338
Sta 9 .800440
Rank-it

transformed Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Mercury

Sta 3 592114 961570 .647329  .905831 .999189 .997012  .630697
Sta 4 825743  .384487  .720227 .959687  .925465  .382022
Sta 5 599712 .844918  .996174  .979763  .565254
Sta 6 711649 438136  .520619  .921914
Sta 7 469784  .710685  .495380
Sta 8 .953808  .343351
Sta 9 461216
Methylmercury Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Sta 3 338606  .102697 .133255 .080469 .00140* .092543  .02270*
Sta 4 .01893*  .02323* .01710* .00027* .03042* .00305*
Sta 5 956651  .888703 .112302  .791600  .558412
Sta 6 979007 .074222  .892308  .333662
Sta 7 123403  .612682  .642834
Sta 8 .058875  .199605
Sta 9 454670

Values in bold face and marked with an asterisk indicate a significant difference between stations.



Table 8. Quotients derived by dividing end-of-test tissue content by
initial tissue content.

As Cd Cr Pb Hg Sum
Sta 1 0.990 0.797 3.23 3.041 0.931 9.0
Sta 2 1.068 1.283 2.648 5.51 0.812 11.3
Sta 3 1.209 1.218 9.127 3.738 0.986 16.3
Sta 4 1.086 0.992 11.97 7.473 1.036 22.6
Sta 5 1.081 1.064 30.19 8.075 0.982 41.4
Sta 6 1.246 1.264 9.691 5.977 0.863 19.0

Sta7 1.163 1.174 10.17 4.536 0.910 18.0
Sta 8 1.302 1.528 25.14 7.64 0.975 36.6
Sta 9 1.120 1.104 7.49 4.977 1.213 15.9
Sta10 1.062 1.177 4.302 4.67 0.846 12.1




Table 9. Descriptive statistics on clam growth metrics.

Initial Sta1 Sta2 Sta3 Sta4 Sta5 Sta6 Sta7 Sta8 Sta9 Sta10
(To)

Initial Mean 5.45 5.53 5.52 5.52 5.58 5.49 5.55 5.58 5.46 5.49 5.51
WAWW Min. 4.01 4.02 404 4.01 4.02 410 407 404 4.02 4.01 4.02
(9) Max. 7.79 7.90 7.93 7.92 7.95 7.79 7.89 7.91 7.75 7.75 7.85
SD 0.83 0.84 0.84 0.88 0.88 0.79 0.83 0.88 0.80 0.85 0.82

+2SE 0.10 0.10 0.10 0.10 0.10 0.09 0.10 0.10 0.09 0.10 0.09

End-of-test Mean 5.56 5.62 5.71 5.72 5.58 5.76 5.76 5.58 5.70 5.63
WAWW Min. 398 403 420 415 403 412 415 413 3.44 4.30
(9) Max. 7.98 8.1 8.06 8.06 7.95 7.83 8.09 7.77 8.28 8.29
SD 0.82 0.81 0.86 0.85 0.79 0.83 0.88 0.79 0.86 0.81

+2SE 0.10 0.10 0.10 0.10 0.10 0.10 0.1 0.09 0.10 0.10

00 WAWW  Mean 0.04 0.1 0.18 0.14 0.08 0.22 0.19 0.15 0.21 0.15
(9) Min. -0.39 -0.60 -025 -045 -055 -0.18 -0.21 -063 -0.58 -0.15
Max. 0.31 0.36 0.57 0.78 0.39 0.56 0.55 0.70 0.58 0.46

SD 0.09 0.1 0.12 0.12 0.1 0.12 0.12 0.13 0.1 0.09

+2SE 0.01 0.01 0.02 0.02 0.01 0.02 0.01 0.02 0.01 0.01

WAWW Mean 516 14.49 2249 17.92 9.57 28.04 2426 19.25 27.24 18.56
Growth Min. -49.62 -76.34 -31.81 -57.25 -69.97 -22.90 -26.72 -80.15 -73.79 -19.08
(mg/wk) Max. 39.44 4580 7252 99.24 4962 7125 69.97 89.06 73.79 58.52
SD 11.80 14.17 1531 1549 14.63 1556 1477 16.40 1451 11.18

+2SE 1.42 1.69 1.85 1.88 1.81 1.85 1.78 1.95 1.73 1.34

End-of-test Mean 0.66 0.74 0.84 0.92 0.87 0.81 0.90 0.88 0.89 0.88 0.83
Tissue Min. 0.32 0.34 0.39 0.50 0.47 0.42 0.42 0.41 0.45 0.42 0.42
(9) Max. 1.09 1.18 1.28 1.39 1.30 1.27 1.63 1.41 1.71 1.25 1.33
SD 0.14 0.14 0.14 0.16 0.15 0.13 0.16 0.17 0.15 0.15 0.14

+2SE 0.02 0.02 0.02 0.02 0.02 0.02 0.02 0.02 0.02 0.02 0.02

Percent Mean 15.2 15.2 14.8 15.8 15.7 14.7 16.2 16.3 15.6 16.0 15.1
Solids Min. 15.0 14.4 14.5 14.6 14.7 14.0 16.0 15.5 15.0 15.7 14.9
Max. 15.5 174 15.1 16.9 16.5 15.6 16.4 17.2 16.5 16.1 15.5

+2SE 0.24 1.48 0.26 0.98 0.84 0.75 0.17 0.88 0.65 0.20 0.27

Percent Mean 1.30 1.36 1.35 1.56 1.39 1.40 1.50 1.48 1.43 1.72 1.37
Lipids Min. 1.08 1.11 1.06 1.41 1.00 1.24 1.34 1.33 1.21 1.54 1.15
Max. 1.46 1.65 1.91 1.70 1.82 1.72 1.84 1.66 1.69 1.93 1.54

+2SE 0.18 0.23 0.38 0.12 0.42 0.22 0.24 0.14 0.20 0.16 0.18

N 300 277 280 273 270 261 284 275 284 280 277

WAWW - Whole-animal wet weight.



Table 10. Results of statistical analyses on clam growth metrics.

Tannery Bay stations compared with the average of reference stations

Sta 3 Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
WAWW * * NS * * NS NS NS
WAWW Growth rate * * NS * * * * *
EOT Tissue weight * * NS * * * * *
% Solids NS NS NS * * NS * NS
% Lipids NS NS NS NS NS NS * NS
WAWW - Whole-animal wet weight.
EOT - End-of-test.
* Clams from Tannery Bay station significantly greater than the average of reference stations.
NS - No significant difference between Tannery Bay station and the average of reference stations.
Results of Student Newman-Keuls analyses on Tannery Bay stations
Log-transformed end-
of-test WAWW Stad  Sta5  Sta6  Sta7  Sta8  Sta9  Sta10
Sta 3 867246  .377873  .861547  .789735  .284385 .861222 .526827
Sta 4 .365780  .810651 625932  .293884 937562  .597062
Sta 5 164255 179095 987677  .368545  .755777
Sta 6 .896708  .137959  .873297  .424607
Sta 7 145318  .840497  .412874
Sta 8 244659 485442
Sta 9 .365668
Rank- it transformed
Growth Rate Stad  Sta5 Sta6  Sta7  Stas8 Sta9  Sta10
Sta 3 .00072* .00002* .00004* 139430  .00892* .00012* .00266*
Sta 4 .00001* .00003* .00002* 437565 .00002* 597145
Sta 5 .00003* .00002* .00001* .00003* .00002*
Sta 6 .00683* .00002* .708783  .00002*
Sta7 .00014* .00782* .00002*
Sta 8 .00001* 485304
Sta 9 .00002*
Tissue Weight Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10
Sta 3 .00072* .00003* .075583  .01181* .04229* .00485* .00003*
Sta 4 .00002* 151994 581178  .352838 .554438  .00523*
Sta 5 .00003* .00002* .00002* .00001* .03653*
Sta 6 403761 527323 .330604  .00002*
Sta7 513972 .687648  .00090*
Sta 8 542322  .00010*
Sta 9 .00207*



Table 10 (continued)

Percent Lipids Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10

Sta 3 902962  .866733  .745944 893682  .848253 .313136  .903733
Sta 4 950793 953924 937862  .974102  .405374 .901736
Sta 5 917972 864730  .877328  .372000  .980931
Sta 6 901736  .879546  .378010  .959420
Sta 7 722749 462647  .953924
Sta 8 373886  .985781
Sta 9 .393714
Percent Solids Sta 4 Sta 5 Sta 6 Sta 7 Sta 8 Sta 9 Sta 10

Sta 3 .834347 225505  .646079  .654861 962322 601823  .526351
Sta 4 232043  .686619  .648643  .958376  .742218  .485736
Sta 5 .067887  .04795* 159345 112709  .435463
Sta 6 793791 771365  .714562  .242913
Sta 7 .710338  .802691 .189968
Sta 8 .856783  .277800
Sta9 342190

WAWW - Whole-animal wet weight.
Values in bold face and marked with an asterisk indicate a significant difference between stations.

Table 11. Summary of water temperature conditions
during the study, by station, summer 1997.

Min. temp. Max. temp. Mean temp.

(°c) (°c) (°C)
Sta 1 15.9 26.3 20.2
Sta 2 13.9 23.1 18.2
Sta 3 12.4 24.0 18.2
Sta 4 12.1 245 17.8
Sta 5 10.5 24.1 15.1
Sta 6 11.8 24.2 18.3
Sta 7 13.4 23.7 18.7
Sta 8 14.1 235 18.7
Sta 9 13.2 23.2 18.5
Sta 10 13.9 24.1 18.5




Table 12. Results of statistical analyses on mean daily temperature data.

Comparison stations Mean difference Standard deviation t-statistic df p-value
Station 1 - Station 2 1.93 0.46 4.21 10 0.0018*
Station 1 - Station 3 1.95 0.27 7.23 10 0.0000*
Station 1 - Station 4 2.45 0.22 11.29 10 0.0000*
Station 1 - Station 5 5.08 0.29 17.32 10 0.0000*
Station 1 - Station 6 1.82 0.27 6.85 10 0.0000*
Station 1 - Station 7 1.35 0.33 4.06 10 0.0023*
Station 1 - Station 8 1.61 0.35 4.58 10 0.0010*
Station 1 - Station 9 1.60 0.38 4.23 10 0.0018*
Station 1 - Station 10 1.67 0.35 4.81 10 0.0007*
Station 2 - Station 3 0.01 0.21 0.03 10 0.9765
Station 2 - Station 4 0.49 0.28 1.72 10 0.1164
Station 2 - Station 5 3.27 0.32 10.26 10 0.0000*
Station 2 - Station 6 0.08 0.27 0.30 10 0.7705
Station 2 - Station 7 0.51 0.18 2.9 10 0.1555
Station 2 - Station 8 0.40 0.11 3.51 10 0.0056*
Station 2 - Station 9 0.41 0.21 2.00 10 0.0732
Station 2 - Station 10 0.29 0.07 3.91 10 0.0029*
Station 3 - Station 4 0.31 0.10 3.29 10 0.0081*
Station 3 - Station 5 3.28 0.25 13.07 10 0.0000*
Station 3 - Station 6 0.05 0.18 0.28 10 0.7865
Station 3 - Station 7 0.47 0.07 6.26 10 0.0001*
Station 3 - Station 8 0.47 0.16 2.87 10 0.0166
Station 3 - Station 9 -0.37 0.09 -4.13 10 0.0021*
Station 3 - Station 10 0.28 0.16 1.77 10 0.1076
Station 4 - Station 5 2.72 0.22 12.38 10 0.0000*
Station 4 - Station 6 0.47 0.08 6.01 10 0.0001*
Station 4 - Station 7 1.16 0.19 6.20 10 0.0001*
Station 4 - Station 8 0.93 0.27 3.41 10 0.0067*
Station 4 - Station 9 0.68 0.16 4.32 10 0.0015*
Station 4 - Station 10 0.78 0.25 3.16 10 0.0102
Station 5 - Station 6 3.03 0.15 19.58 10 0.0000*
Station 5 - Station 7 3.46 0.22 15.48 10 0.0000*
Station 5 - Station 8 3.65 0.35 10.40 10 0.0000*
Station 5 - Station 9 3.44 0.39 8.88 10 0.0000*
Station 5 - Station 10 3.40 0.43 7.91 10 0.0000*
Station 6 - Station 7 0.53 0.17 3.19 10 0.0097*
Station 6 - Station 8 0.49 0.27 1.81 10 0.0999
Station 6 - Station 9 -0.24 0.18 -1.32 10 0.2161
Station 6 - Station 10 0.20 0.24 0.83 10 0.4281
Station 7 - Station 8 0.23 0.12 1.85 10 0.0948
Station 7 - Station 9 0.28 0.12 2.28 10 0.0460
Station 7 - Station 10 0.23 0.13 1.86 10 0.0924
Station 8 - Station 9 0.11 0.10 1.05 10 0.3172
Station 8 - Station 10 0.06 0.12 0.49 10 0.6319
Station 9 - Station 10 -0.02 0.09 -0.20 10 0.8481

NOTE: p-values in bold with asterisk represent significant difference between comparison stations.
df—degrees of freedom.



Table 13. Differences in weekly temperature ranges across stations.

Sta 1 Sta 2 Sta 3 Sta 4 Sta 5 Sta 6 Sta7 Sta 8 Sta9 Sta10
Means of ranges  4.87 7.00 7.97 8.43 8.47 8.84 6.79 5.90 6.62 7.32

Comparison Test statistic # of means p-value
Station 1 - Station 2 5.676 5 <0.005*
Station 1 - Station 3 7.763 7 <0.001*
Station 1 - Station 4 8.551 9 <0.001*
Station 1 - Station 5 8.296 8 <0.001*
Station 1 - Station 6 9.182 10 <0.001*
Station 1 - Station 7 5.376 4 <0.005*
Station 1 - Station 8 3.329 2 <0.025*
Station 1 - Station 9 4.888 3 <0.005*
Station 1 - Station10 6.380 6 <0.001*
Station 2 - Station 6 3.505 6 >0.10
Station 2 - Station 8 2.348 4 >0.20

NOTE: p-values in bold with asterisk represent significant difference between comparison stations.



Table 14. Results of chemical analyses on sediment samples collected at the end of the study.

THg MeHg As Cd Cr Pb TOC Dry wt Gravel Sand Silt Clay Porosity Dry bulk
(mo/g) (mol/g) (mo/g) (mglg) (mglg) (mg/g) (%) (%) (%) (%) (%) (%) (%) ?insit_,))l
g/lcm

Sta1 0.0896 0.000737 6.49 0.98U 27.1 16.8 0.86 232 0.07 91.79 6.23 191 4815 1.37
Sta2 0.0311 0.0000385 2.00! 0.98U 134U 136U 0.23 797 081 9535 266 1.18 44.07 15
Sta3 2.07 0.00226 12.3 5.33 20598 218 11.72 162 O 48.61 32.97 18.42 81.3 0.35
Sta4 1.27 0.00648 24 13.1 17789 142 12.38 26 0 28.59 47.97 2344 8186 0.35
Sta5 1.04 0.00461 14.4 14.1 10108 114 1053 251 O 21.62 50.39 27.99 85.07 0.31
Sta6 0.433 0.0032 23.8 275 7800 60.7 509 512 O 50.56 40.39 9.05 68.06 0.79
Sta7 0.264 0.0016 8.36 3.67 4479 53 166 63.3 O 544 40.3 53 5482 1.15
Sta8 0.19 0.000998 10.5 215 3980 55.7 552 71 0.04 80.25 16.16 3.55 50.57 1.22
Sta9 0.0969 0.000707 5.19 0.98U 984 15.7 07 698 O 89.06 822 271 50.87 1.28
Sta10 0.126 0.000409 2.00! 0.98U 1291 21.5 0.67 72.7 0.54 93 479 1.67 49.04 1.37

Table 15. Results of chemical analyses on surface water samples collected at the beginning and end of the study.

THg THg MeHg MeHg As As Cd Cd Cr Cr Pb Pb TSS TOC DOC Hard- NH. NO. Chl-a Phaeo pH

(UF) (Dis) (UF) (Dis) (UF) (Dis) (UF) (Dis) (UF) (Dis) (UF) (Dis) ness

(ng/l) (ng/l) (ng/L) (ng/l) (mg/L) (mg/l) (ng/l) (ngll) (ngll) (ngll) (ngll) (ng/l) (mg/l) (mg/l) (mg/l) (mg/L) (mg N/L) (mgll) (ngill)
Deployment
Sta1 207 1.87 0.224 0.201 0.26 0.18 0.1U 0.1U 1.70U 1.70U 061U 061U 2 102 1142 46.8 0.018 NA 2.03 1.58 7.0
Stad4 57 0.728 0.0939 0.0214(J) 0.18 0.11  0.1U 0.1U 454 3.06 0.61U 061U 263 213 212 79.7 0.015 NA 219 1.25 7.0
Sta5 0.771 0.488 0.0843 0.0376 0.2 0.15 0.1U 0.1U 327 228 0.61U 061U 219 209 195 785 0.024 NA 1.86 0.78 7.0
Sta9 135 0.315 0.0317 0.0294(J) 0.21 0.2 0.1U 0.1U 6.95 0.79J 0.61U 0.61U 249 1.39 188 513 0.011 NA 1.62 0.55 7.0
Sta10 2.63 0431 0.0173(J) 0.0279(J) 0.27 0.2 0.1U 0.1U 5.82 0.42J 0.61U 0.61U 4.38 1.86 1.73 48.7 0.008 NA 3.22 1.13 7.0
Retrieval
Sta1 1.19 1.57 0.112 0.0788 <0.05 <0.05 <0.05 <0.05 <020 <020 <041 <041 0.641 394 32 40 0.005 0.0013 2.75 1.55 6.81
Stad 214 094 0.0478 0.0321 0.06 0.06 <0.05 0.06 7.23 1.23 <041 <041 0226 237 19 613 0.022 0.0034 1.99 0.76 5.99
Sta5 1.9 0.755 0.0628 < 0.0306(U) 0.08 0.1 <0.05 <0.05 6.27 1.01 <041 <041 0.604 23 192 64.7 0.041 0.0042 1.83 0.97 6.07
Sta9 1.93 1.12 0.0619 <0.0310(U) 0.16 0.11 <0.05 0.05 8.12 1.05 <041 <041 0415 224 189 611 0.048 0.0037 1.95 0.93 6.29
Sta10 1.32 1.08  0.0304 <0.0307(V) 0.06 0.05 <0.05 <0.05 3.15 07 <041 <041 0.181 231 1.89 43 0.038 0.0038 2.8 1.34 6.52

J = uncertain value; U = below detection limit; UF = unfiltered; Dis = dissolved; NA = Not available
All metals in terms of total concentration






Table 16. Calculated quotients for EOT sediment concentration/LEL, and
sum of quotients by station.

THg MeHg As Cd Cr Pb Sum of TOC %
Quotients fines

Sta 1 0.45 na 1.08 0.82 1.04 0.54 3.93 0.86 8.14
Sta 2 0.16 na 0.17 0.82 0.26 0.22 1.62 0.23 3.84
Sta 3 10.35 na 2.05 8.88 792.23 7.03 820.55 1172 51.39
Sta 4 6.35 na 4.00 21.83 684.19 4.58 720.96 12.38 71.41
Sta 5 5.20 na 2.40 23.50 388.77 3.68 423.55 10.53 78.38
Sta 6 217 na 3.97 4.58 300.00 1.96 312.67 5.09 49.44
Sta7 1.32 na 1.39 6.12 172.27 1.71 182.81 1.66 45.6
Sta 8 0.95 na 1.75 3.58 153.08 1.80 161.16 5.52 19.71
Sta 9 0.48 na 0.87 0.82 37.85 0.51 40.52 0.7 10.93
Sta 10 0.63 na 0.17 0.82 49.65 0.69 51.96 0.67 6.46
LEL 0.2 na 6.0 0.6 26.0 31.0
values
(ng/g)

na - not available

Table 17. Correlation coefficients (r) for trace elements
in surface water, sediment, and clam tissues.

Cr THg MeHg As Cd Pb
water : sediment 0.53 0.48 0.03 -0.83 na na
water : tissue 0.62 -0.46 0.52 0.300 na na
sediment : tissue 0.27 0.0001 0.68 -0.042 -0.3 0.12

na = not able to calculate coefficients because there was no linear spread in the data

Table 18. Correlation coefficients for tissue chemistry vs. clam growth
metrics based on concentration and content.

Clam Tissue Concentration

Cr THg MeHg As Cd Pb
Survival -0.251 -0.355 -0.484 -0.354 0.019 -0.253
EOT WAWW -0.210 -0.055 0.097 -0.274 -0.284  -0.169
Growth Rate -0.223 -0.340 -0.256 -0.477 -0.102  -0.283
Tissue Weight 0.267 -0.082 -0.238 0.115 0.089 0.109

(wet)
Tissue Weight (dry) 0.342 -0.162 -0.324 0.247 0.260 0.175

Clam Tissue Content

Cr THg MeHg As Cd Pb
Survival -0.172 -0.162 -0.309 0.064 0.223 -0.133
EOT WAWW -0.175 0.190 0.351 0.238 -0.034 -0.075
Growth Rate -0.133 0.068 0.162 0.380 0.307 -0.116
Tissue Weight 0.283 -0.031 -0.176 0.256 0.160 0.137
(wet)
Tissue Weight (dry)  0.355 -0.114 -0.268 0.385 0.322 0.198

EOT WAWW - end-of-test whole-animal wet weight.



Table 19. Correlation coefficients for
temperature vs. clam growth metrics.

Survival 0.363
Growth Rate 0.122
Tissue Weight (wet) -0.196

Tissue Weight (dry) -0.292




8.0 FIGURES



Figure 1. Location of Cannelton Industries, Inc., Sault Ste. Marie, Michigan, and clam deployment stations in
Tannery Bay and at reference stations near Waiska Bay (REF-1) and Seymour Creek (REF-2).
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Figure 2. Deployment layout at each station.
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Figure 3. Water level fluctuations in Tannery Bay throughout the deployment
period.
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Figure 4, End-of-test percent survival for clams deployed in Tannery Bay and
at reference stations.
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Figure 5a. Arsenic concentration in tissues of clams deployed in Tannery
Bay and at reference stations.
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Figure 5b. Arsenic content in clams deployed in Tannery Bay and at
reference stations.
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Figure 6a. Cadmium concentration in tissues of clams deployed in Tannery
4

Bay and at reference stations.
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Figure 6b. Cadmium content in clams deployed in Tannery Bay and at
reference stations.
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Figure 7a. Total chromium cencentration in tissues of clams deployed in
Tannery Bay and at reference stations.
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Figure Tb. Total chromium content in clams deployed in Tannery Bay and at
reference stations.
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Figure 8b. Lead concentration in clams deployed in Tannery Bay and at
reference stations
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Figura Eb. Lead contant in clams deployed in Tannery Bay and at referance
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Figure 9a. Total mercury concentration in tissues of clams deployed in
Tannery BEay and at reference Stations.
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Figure 9b. Teotal mercury content in tissues of clams deployed in Tannary
Bay and at reference Stations.
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Figure 10a. Methylmercury concentration in tissues of clams deployed in
Tannaery Bay and at reference stations.
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Figure 10b. Methylmercury content in tissues of clams deployed in Tannery
Bay and at reference stations.
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Figure 11. End-of-test whole-animal wet weight for clams deployed in
Tannery Bay and at reference stations,
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Figure 12. Whole-animal wet-weight growth rates for clams deployed in
Tannery Bay and at reference stations.
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Figure 13. End-of-test tissue welghts for clams deployed In Tannery Bay and
at reference stations.
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Figure 14. Percent lipids for clams deployed in Tannery Bay and at
refereance stations.
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Figure 15. Percent solids for clams deployed in Tannery Bay and at
reference stations.
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Figure 16. Water temperatures in Tannery Bay and at reference stations.
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Figure 16 cont.
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Figure 17. Average daily temperatures inTannery Bay and at reference stations.
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9.0 APPENDICES



APPENDIX A
DRAFT STANDARD GUIDE FOR CONDUCTING FIELD BIOASSAY S
WITH MARINE, ESTUARINE AND FRESHWATER BIVALVES



DRAFT Standard Guide for
Conducting Field Bioassays with Marine, Estuarine and Freshwater
Bivalves

1.0 Scope

1.1 This guide describes procedures for obtaining field data concerning: a)
Bioaccumulation of chemicals in bivalve tissues; and b) Short- and long-term adverse
effects on bivalves associated with exposure to contaminated or.uncontaminated water
or sediment under natural conditions in the field. These procedures are useful for
testing most bivalves although modifications may be‘necessary for a particular species.
They could also be applied to testing other animal groups. The simultaneous, synoptic
measurement of bioaccumulation and bioeffects in the same organism permits the
calculation of dose-response relationships where the dose can be defined as either the
concentration of chemicals in water or sediment, and response is some biological effect
like survival or growth or a biochemical estimate of animal health such as percent lipids
or percent carbohydrates in bivalve tissues.

1.2 Other modifications of these procedures.might by justified by special needs or
circumstances. Although using appropriate procedures is more important than
following prescribed procedures, results of tests conducted using unusual procedures
are not likely to be comparable to results of many other tests. Comparisons of results
obtained using modified and unmodified versions of these procedures might provide
useful information concerning new concepts and procedures for conducting field
bioassays with bivalves.

1.3 These procedures are applicable to water and sediment in marine, estuarine, and
freshwater environments with almost any combination of contaminants. The
procedures could be regarded as a guide to an exposure system to assess
bioconcentration and toxicity of chemicals and the effects of natural factors. Materials
either adhering to sediment particles or dissolved in water can be tested.

1.4 Bioconcentration results of these short- and long-term exposures can be reported in
terms of absolute concentrations of chemicals in bivalve tissues (e.g., ©g/g), mass of
chemical per animal (e.g., «g/animal), rate of bioaccumulation, or bioaccumulation
factors (if water or sediment concentrations are measured as well). Toxicity results can
be reported in terms of survival or growth rate after exposure for some defined period.
Most biochemicalindicators can probably be used only as indicators of exposure
although some may be used as indicators of effects (e.g., % lipids, carbohydrates,
water). Field surveys can be designed to provide either a qualitative reconnaissance of
the distribution of bioconcentration or toxicity in water or sediment or a quantitative
statistical comparison of toxicity and bioconcentration among stations or relative to a
reference or control site.
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1.5 This guide is arranged as follows:

2.0 Referenced documents
3.0 Terminology
4.0 Summary of Guide
5.0 Significance and Use
6.0 Interferences
7.0 Hazards
8.0 Experimental Design
9.0 Apparatus
9.1 Facilities
9.2 Construction Materials
9.3 Deployment Cages
10.0 Test Organisms
10.1 Species
10.2 Size and Age of Test Organisms
10.3 Source
11.0 Field Procedures
11.1 Collection
11.2 Handling
11.3 Holding
11.4 Animal Quality
11.5 Presort
11.6 Distribution
11.7 Attachmentto PVC Frame
11.8 Deployment
11.9 Retrieval and End-of-Test Measurements
11.10 Analysis of Tissues for Background Contamination
11.11 Collection and Preparation of Tissues for Analysis
11.12_Quality Assurance/Quality Control Procedures
11.13 Sample Containers, Handling, and Preservation
11.14 Logistics
12.0 Ancillary Methodology
12.1 Temperature
12.2 Food
13.0 Acceptability of Test
14.0 Interpretation of Results
15.0 Report
16.0 Keywords
17.0 Annexes

1.6 The values stated in the International System of Units (SI) (the Modernized Metric
System) units are to be regarded as standard.
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1.7 This standard may involve hazardous materials, operations, and equipment -
particularly during field operations in turbulent waters. This standard does not purport
to address all of the safety problems associated with its use. It is the responsibility of
the user of this standard to establish appropriate safety and health practices and
determine the applicability of regulatory limitations prior to use. Specific hazard
statements are given in Section 7.

2.0 Referenced Documents

2.1 ASTM Standards:

D 1129 Terminology Relating to Water

D 3976 Practice for Preparation of Sediment Samples for Chemical Analysis

D 4447 Guide for Disposal of Laboratory Chemicals and Samples

E 380 Practice for Use of the International System of Units(S1) (the Modernized Metric
System)

E 724 Guide for Conducting Static Acute Toxicity Tests Starting with Embryos of Four
Species of Saltwater Bivalve Molluscs

E 729 Guide for conducting Acute Toxicity Tests with Fishes, Macroinvertebrates and
Amphibians

E 943 Terminology Relating to Biological Effects and Environmental Fate

E 1023 Guide for Assessing the Hazard of a Material to Aquatic Organisms and Their
Uses

E 1192 Guide for Conducting Acute Toxicity Tests on Aqueous Effluents with Fishes,
Macroinvertebrates, and Amphibians

3.0 Descriptions of Terms Specific to This Standard

3.1 bioaccumulation - the net accumulation of a substance by an organism as a result
of uptake from all environmental sources

3.2 bioconcentration - the net accumulation of a substance by an aquatic organism as a
result of uptake directly from aqueous solution

3.3 apparent steady-state bioconcentration factor - a BCF that does not change
significantly over a period of days of weeks between sampling intervals, that is, the
BCF that exists when uptake and depuration are equal and bioconcentration (net
accumulation) is zero over the measurement interval

3.4 bioconcentration factor (BCF) - the quotient, at any time during the uptake phase of
a bioconcentration test, of the concentration of a material in one or more tissues of an
aquatic organism at that time, divided by the effective average exposure concentration
at that time of the same material in the solution which contains the organism, units of
volume of solution per mass of organism. (BCFs are usually calculated so that the
volume of solution, for example 1 L, is about comparable to mass of tissue, for
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example, 1 kg, and the BCF is reported without units

3.5 bioaccumulation factor (BAF) - as above but including all environmental sources
such as food and suspended sediment

3.6 uptake - acquisition of a substance from the environment by an organism as a
result of any active or passive process

3.7 depuration - the loss of a material from an aquatic organism

3.8 growth dilution - process whereby the rate of accumulation’is exceeded by the rate
of tissue growth so that when the concentration is expressed on.mass of chemical per
mass of tissue over time, it appears as though depuration is occurring because the
concentration (xg/g) is decreasing

3.9. degrowth magnification - process whereby the tissue mass is lost during the
exposure period and the chemical mass remains constant over time, so that when the
concentration is expressed on mass of chemical per mass of tissue over time, it
appears as though bioaccumulation is occurring-because the concentration (.g/g) is
increasing

3.10. chemical concentration - mass of chemical per tissue mass (e.g., «g/g)

3.11. chemical content - mass of chemical per whole animal (e.g., ©g/animal) can be
used to normalize the expression of chemical uptake per unit time by eliminating the
effects of growth on changing tissues masses

3.12. the words “must,”, “should,” “may,”
meanings in this guide.

can,” and “might,” have very specific

3.12.1 “Must” is used to express an absolute requirement, that is, to state that a
test ought to be designed to satisfied the specified condition, unless the purpose of the
test requires a different design. “Must” is only used in connection with factors that
directly relate to the acceptability of the test.

3.12.2 “Should” is used to state that a specified condition is recommended and
ought to be met if possible. Although violation of one “should” is rarely a serious
matter, violation of several will often render the results questionable. Terms such as “is
desirable” are used in connection with less important factors.

3.12.3 “May” is used to mean “is (are) allowed to,” “can” is used to mean “is (are)
able to,” and “might” is used to mean “could possibly.” Thus the classic distinction
between “may” and “can” is preserved and “might” is never used as a synonym for
either “may” or “can.”
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3.13 For definitions of other terms used in this guide, refer to Terminology D 1129,
guide E 729, Terminology E 943, and Guide E 1023. For an explanation of units and
symbols, refer to Practice E 380.

4.0 Summary of Guide

4.1 This guide describes procedures for exposing aquatic bivalves to contaminated and
uncontaminated water and sediment under natural in-situ conditions in the field.

4.2 Although the approach can be used in a variety of aquatic applications to
characterize exposure and effects over space and time, the primary assessment
endpoints are intended to be bioaccumulation of chemicals in bivalve tissues to assess
biological availability and the measurement of growth to assess sublethal effects.
Growth is determined from changes in whole-animal wet-weight, shell length, tissue
weight, and shell weight.

4.3 Bioaccumulation and growth are compared among test sites for ranking purposes,
among reference and treatment sites, or among sites for temporal and spatial
variability.

4.4 The toxicity of the water or sedimentis indicated by the relative differences in
growth among sites or over time. Bioavailability is assessed in the same way by
comparing tissue concentrations. Itis also possible to use the data to construct dose-
response relationships and for source identification of point and non-point discharges
by comparing bioaccumulation‘and bioeffects at various distances away from
suspected sources of contamination.

4.5 It is highly recommended that the concentration of chemicals in water and sediment
be made to support establishing the relationship between chemicals in various
compartments in a preponderance-of-evidence approach.

5.0 Significance and Use

5.1 The test procedure in this guide is intended to simulate the exposure of bivalves
under “natural, ” site-specific conditions. It is important to acknowledge that a number
of “natural” factors can affect bivalve growth and the accumulation of chemicals in their
tissues. For this reason, it is highly recommended that supplementary measurements
be made on those factors most likely to affect bioaccumulation and growth such as
temperature, food, suspended sediment, salinity, dissolved oxygen, pH, and the
velocity of water currents. These field exposures can also be conducted in conjunction
with laboratory bioassays to help answer questions raised in the field exposures. The
field exposures can also be used to validate the results of laboratory bioassays.

5.2 Protection of a community of organisms requires averting detrimental contaminant-
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related effects on the number and health of individuals and species within that
population. These field exposures provide information on the toxicity and bioavailability
of chemicals in water and sediment. Protection of the most sensitive species within a
community will theoretically protect the community as a whole. Although bivalves
generally are not the most sensitive species with respect to acute toxicity, sublethal
endpoints such as growth are often more sensitive than mortality endpoints measured
in most acute laboratory bioassays. Furthermore, their ability to concentrate chemicals
in their tissues and survive collection, handling and deployment make them an
excellent surrogate species. Other sensitive endpoints (e.g., reproduction and
biochemical markers such as metallothioneins and DNA strand breaks) are currently
being developed for a variety of bivalve species. In situ field bioassays with caged
bivalves provide a convenient method for measuring bioaccumulation and growth in the
same organism at the same time.

5.3 Bivalves are an abundant component of many soft bottom marine, estuarine, and
freshwater environments. A number of freshwater species have become extinct over
the past few decades and they may be an indicator-of exposure to chemical
contamination and associated biological effects. ‘Intertidal marine bivalves make up a
significant portion of many habitats and provide habitats for many additional species.
They exhibit a variety of feeding modes such as filter-feeding and deposit feeding. As
such, they are capable of integrating exposure to chemicals dissolved in water and
sorbed on sediment particles on the bottom or in suspension. Freshwater bivalves are
among the first taxa to disappear from benthic communities impacted by chemical
pollution and have been shown to be more sensitive to than several other major taxa.
The ecological importance of bivalves, their wide geographic distribution, ease of
handling in the laboratory and the field and their ability to filter and ingest large
volumes of water and sediment particles make them appropriate species for conducting
field bioassays for bioaccumulation and bioeffects.

5.4 Thereis a very large database in the U.S. that already exists for field monitoring
such as the NOAA Status and Trends Program, the California Mussel watch, California
Toxics Monitoring Program (freshwater). Similar field monitoring programs exist in
other countries. Numerous laboratory studies throughout the world have examined
bioaccumulation and bioeffects in bivalves.

5.5 Field bioassays are conducted to obtain information concerning the bioavailability
and bioeffects on bivalves after short- and long-term exposure to water and sediment
under site-specific.conditions. These bioassays do not necessarily provide information
about whether delayed effects will occur, although a post-exposure observation period
could provide such information if the bivalves were transplanted to a clean control or
reference site after the exposure period. The test animals could also be brought into
the laboratory under more controlled conditions to make other sublethal measurements
such as gonad development, spawning, and an evaluation of the gametes and resulting
embryos using other commonly accepted protocols such as the bivalve embryo tests.
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This is one approach for establishing links between traditional laboratory bioassays
and field monitoring.

5.6 Growth is one of the simplest sublethal endpoints to measure and should be done
routinely as part of this test. It is more sensitive than mortality and reductions in growth
have been related to adverse effects on bivalve populations. As many growth
endpoints as are practical should be measured to provide a preponderance-of-
evidence approach for assessing growth. For example, it has been shown that shell
growth and tissue growth are decoupled and measuring only one of these endpoints
could give a spurious interpretation to environmental effects on growth. Growth
endpoints include but are not limited to: whole-animal'wet weight, shell length, tissue
weight, shell weight. Whole animal wet weights and lengths are non-destructive
measurements and can be made multiple times over the course of the exposure period.
At a minimum, whole-animal wet weights and lengths should be measured at the
beginning and end of the test. Since tissue weights and shell weights provide a
different perspective on animal health and may be related to different stressors they
should also be measured at the beginning and end.of the test.. Since these
measurements are destructive however, a surrogate sample should be used for the T,
measurements. As many animals as are measured in chemical replicates at one site
should be measured for tissue and shell weights at T,. In other words, if there are
three chemical replicates of 100 animals‘each per station, three chemical replicates of
100 animals each should be measured at T,. Although tissue dry weights have less
variability than wet weights, this approach is not recommended for the following
reasons: 1) it is more time-consuming to dry all the tissues and make the weight
measurements; 2) if it is a combined bioaccumulation and bioeffects test, the same
tissues can be used for chemical analysis as in the wet weight measurements; and 3)
this approach has been successful on numerous occasions and has never failed.
Nevertheless, if additional testing clearly demonstrates an advantage to measuring dry
weights, it would be relatively simple to alter the procedures accordingly.

5.7 Since bivalves are known for their ability to survive high concentrations of
chemicals in water and sediment and accumulate high concentrations of those
chemicals in their tissues, survival is not a very sensitive indicator of health.
Nevertheless, since other factors such as mishandling can also affect survival, and
caging the test animals in individual compartments facilitates those measurements, the
total number alive and dead should be recorded at the beginning and end of the test.
The sum of these numbers may be less than the number of bivalves at T, because of
shell decomposition or predation. The total number of bivalves could also increase if
larval stages have attached to the shells of test animals during the course of the test.
Nevertheless, it should be relatively easy to identify the newly attached organisms and
remove them from the shells before weighing. Bivalves that are not obviously dead or
gaping should be probed to determine if they are still alive. Even then shells may stick
together due to mucilaginous material or sediment clumps within the shells. Sometimes
dead animals are not identified until the tissues are removed for chemical analysis.
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This is another QA/QC check on the survival endpoint measurements.

5.8 Results of the bivalve bioassay can be used to predict bioaccumulation and
bioeffects likely to occur on aquatic organisms under comparable field conditions in the
assessment area or in other areas except that (a) motile organisms might avoid
exposure when possible, and (b) bioaccumulation and bioeffects can be dependent on
water or sediment characteristics, dynamics of equilibrium partitioning, and the route of
exposure.

5.9 The bivalve field bioassay might be used to determine the temporal or spatial
distribution of bioavailability and bioeffects in water and sediment. Test methods can
be used to detect horizontal and vertical gradients in bioaccumulation in the water
column and in sediments. Response criteria indicating possible toxicity include
mortality and sublethal effects. Sublethal effects include, growth, scope for growth,
filtration rate, and byssal thread production. Although scope for growth is potentially
more powerful than growth, it requires specialized equipment and training for
measuring and is not as straightforward to interpretssince the physiological
measurements at the end of the exposure period‘@are not'necessarily related to the
entire exposure period as are the growth measurements. Byssal thread production has
also been shown to be a sensitive indicator©f animal health but it is extremely time
consuming to measure and has the same problem of interpretation and relating the
measurement endpoint to the entire exposure period. Growth is the most easily
measured endpoint in bivalves that is clearly related to the entire exposure period when
measurements are made at the béginning and end of the test.

5.10 Relative bioaccumulation and bioeffects using different species can be compared
by exposing them in the field at the same time and to help explain the effects of various
environmental factors on results of such tests.

5.11 Results of combined bioaccumulation and bioeffects are useful for studying
biological availability of, and structure-activity relationships among sites.

5.12 Caged bivalve bioassay surveys are often part of more comprehensive analyses
of biological, chemical, geological, and hydrographic conditions. A useful summary of
field sampling design is presented by Green (28). Statistical correlation can be
increased and costs reduced if additional samples are collected or additional in-situ
monitors are deployed at the same time as the caged bivalves.

5.13 Results of bivalve field bioassays might be an important consideration when
assessing the hazards of materials to aquatic organisms (see Guide E 1023) or when
deriving water or sediment quality criteria for aquatic organisms (MacDonald et al;
CANMET). They might also be useful for determining tissue residue criteria. Bivalve
field bioassays might be useful in making decisions regarding the extent of remedial
action needed for contaminated sites. They also provide a convenient method for
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manipulative field experiments, hypothesis testing, and monitoring specific sites before,
during, and after cleanup operations.

6.0 Interferences

6.1 This refined protocol has only been applied to field bioassays with caged bivalves
for a few years; the methodology continues to develop and evolve over time as
additional refinements are identified and with emergence of new research results.
Because of the developmental nature of bivalve field bioassays, there are limitations to
the methods described in this guide. Strictly speaking, the same can be said of any
laboratory bioassay and this limitation should not be considered as a reason for not
using the methods described in this guide.

6.2 Results of bivalve field bioassays will depend, in part, on the temperature, water
and sediment quality, food supply, physical and chemical properties of the test
environment, condition of the test organisms, exposure technique, handling and other
unmeasured factors. Other factors potentially affecting results from bivalve field
bioassays might include:

6.3 Temperature of the test environment may be either outside the normal range of a
particular species or may be near the limit of tolerance which could affect both
bioaccumulation and bioeffects. This.may be most important in intertidal transplants
where air temperatures, particularly.in the summer may be unsuitable. Extremely low
temperatures could also be problematic.

6.4 Food supply is extremely important because it obviously affects both biological
availability and associated biological effects:

6.5 Current speed is extremely important for filter-feeding bivalves because it delivers
the food supply to the test organisms. It could also be important for benthic deposit
feeders because flushing may reduce the potential effects of chemicals by dilution with
clean water from outside the assessment area.

6.6 Salinity is particularly important in estuarine areas where a large river system
extending from 0 ppt at the head of a river can have a gradient extending all the way to
33 ppt at the other end. In this particular case, it may be necessary to select several
bivalve species for the assessment since no single species could tolerate such a range
of salinities.

6.7 Testing at temperatures or salinities other than those at which they were collected
might affect contaminant solubility, partitioning coefficients, and other physical and
chemical properties.

6.8 Interactions between the sediment particles, overlying water, interstitial water, and
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humic substances, and the sediment to overlying water ratio.
6.9 Interactions among chemicals that might be present in water and/or sediment.
6.10 Sediment grain size and organic content

6.11 Photolysis and other processes degrading chemicals during the course of the
exposure.

6.12 Intermittent releases of chemicals at the test site based on ‘plantoperations
6.13 Maintaining acceptable quality of overlying water

6.14 Excess or inadequate food might change sediment partitioning and water quality
parameters.

6.15 Resuspension or intermittent resuspension of sediment during the field bioassay

6.16 Changes in exposure to air during intertidal-exposures or flushing with clean
offsite water during tidal exchanges.

6.17 Limited opportunity for biological observations during the test because test
organisms are in remote locations or because they are too deep or have buried in the
sediment.

6.18 Natural chemical properties of the water or sediment that might not be within the
tolerance limits of the test organisms

6.19 Recovery of test organisms from the field. Possible interferences include
deployment arrays being washed away from storms, buried by underwater sediment
shifts, theft, vandalism, or consumption by predators.

7.0 Hazards

7.1 Many materials can affect humans adversely if precautions are inadequate.
Therefore, skin contact with all potentially toxic sediments and overlying water should
be minimized by such means as wearing appropriate protective gloves (especially
when washing equipment or placing hands into test water, effluents, sediment or
cleaning solutions, laboratory coats, aprons, and glasses. Respirators may also be
necessary in some hazardous waste sites or during oil spills.

7.2 Water and sediment, particularly in effluent areas, might contain organisms that
can be pathogenic to humans. Special precautions when working in these areas might
include immunization prior to deployments and the use of bactericidal soaps after
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working in the water and the sediments.

7.3 Water and sediment might be contaminated with unknown concentrations of many
potentially toxic materials. Any potentially contaminated water or sediment should be
handled in a manner to minimize exposure of personnel to toxic compounds.

7.4 Use of ground fault systems is strongly recommended during measurements at the
beginning and end of the tests where electronic equipment such as portable computers
are used to record data electronically to help prevent electrical shocks because water
is a good conductor of electricity.

7.5 Unwanted Introductions—With the current invasion of unwanted exotic species
such as zebra mussels (Dreissena polymorpha) in freshwaters and clams
(Potamocorbula) in marine waters it is important to verify that these species are already
found in the area of concern before such transplants should be considered. Planning
for regional and local permits sometimes takes considerable periods of time and the
planning process should therefore begin early. Other unwanted introductions include
parasites or diseases from infected bivalves such as oysters (Vibrio marinus).

Similarly, unwanted pests could be introduced from microscopic attached forms on the
shells of transplanted bivalves such as the freshwater weed Hydrilla hydrilla. The other
potential problem that is unique to freshwater bivalves is the introduction of glochidia
stages that are parasitic on fish for a portion of their life cycle. Although this is common
in areas where the freshwater bivalves naturally reside, those interested in preserving
fish stocks and their habitats may consider this an unnecessary threat.

8.0 Experimental Design

8.1 Decisions concerning such aspects of experimental design as number of test sites,
number of cages per site, number of animals per cage should be based on the purpose
of the test and the type of procedure used to calculate the results. The bivalve
bioaccumulation/toxicity test can be used to test biological availability of chemicals in
water and sediment as well as associated biological effects or to address the relative
effects of different water and sediment quality parameters in the field at particular sites.
The use of the term “reference” or “control” may be problematic in the field bioassay
since true field controls may be impossible. The term reference site may be more
acceptable. It should be acknowledged that bivalves transplanted in the overlying
water above sediment or transplanted directly on or in sediment may not exclusively
accumulate or be affected by contaminants in a particular medium. That is, bivalves in
or on sediment-may still filter and accumulate contaminants from overlying water.
Conversely, bivalves transplanted in the water column may filter suspended sediment
and accumulate contaminants from that sediment.

8.2 Reference/Control Site—Every field bioassay should have a reference or control
site even if it does not fit the standard definition of the term. This site should be that
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site in closest proximity without elevated concentrations of chemicals or physical
chemical factors known to adversely affect bioaccumulation and growth of bivalves. A
natural population of bivalves could also be used for comparative purposes, but these
comparisons also should be treated with caution because there is evidence that caged
bivalves have different growth rates and different rates of accumulation than natural
populations. The reference/control site should represent an area with no contamination
and physical conditions similar to the test sites. Many investigators are now inclined to
use multiple reference sites to allow for differences among sites that may be'most
similar to the treatment sites in other ways.

8.3 Field Survey Design—Field bioassays can be designed to provide either a
qualitative reconnaissance of the distribution of chemicals and their effects on
bioaccumulation and growth in the caged bivalves or a qualitative statistical comparison
of bioaccumulation and growth among stations. This is the primary advantage of the
caged bivalve approach; the animals can be distributed along physical and chemical
gradients to investigate any relevant factor that cannot be controlled. The experimental
control is gained by placing the animals in these different environments and using that
to develop the experimental design for specific factors. Station locations might be
distributed along a known physical or chemical gradient in relation to the boundary of a
disposal site, sewage outfall, or effluent pipe, or at sites identified as containing
elevated concentrations of chemicals in.water or sediment as identified in a
reconnaissance survey. Comparisons can be made in both space and time. In pre-
dredging studies, pre-effluent reduction, or pre-remedial action, a sampling design can
be prepared to assess the bioaccumulation‘potential and associated effects of the area
to be altered. This lends itself to a before-and-after.type comparison. Such a design
must include the appropriate number of 'stations the characterize the area.

The object of a qualitative reconnaissance survey is to identify sites with the potential
for bioaccumulation and associated biological effects like growth. It is often conducted
in areas where little is known about.contamination patterns. To allow for maximum
spatial coverage, the survey design might include only one cage of bivalves at each
station. The lack of replication precludes statistical comparisons, but samples from
sites where bioaccumulation of chemicals is elevated and growth rates are reduced can
be identified for further study.

The object of a quantitative comparison is to test for statistically significant differences
in effects among sites or between contaminated and uncontaminated sites.

8.4 Statistical Design—The exposure and effects data should be used to determine
statistical differences among stations. The null hypotheses appropriate for this design
are:

Null Hypothesis #1: There is no difference in growth (as estimated by changes
in whole-animal wet-weight, shell length, or end-of-test tissue weight) between
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sites and reference station,

Null Hypothesis #2: There is no difference is accumulation of chemicals of
concern (as determined by tissue burdens) between sites and reference station,
and

Null Hypothesis #3: There is no relationship between other measurement
endpoints in bivalves and exposure to sediments containing COCs.

The number of cages per site, as well as the number of animals per cage is a function
of 1) statistical requirements, and 2) chemical analysis requirements. To satisfy the
exposure and effects assessments, the bivalves will be groupedby cages prior to
deployment. For the effects endpoints, each individual bivalve represents a replicate.
For the exposure endpoint (i.e, bioaccumulation), all individuals of a cages are
composited and thus represent a chemical replicate. Therefore, the number of cages
created for each station depends on the level of replication desired for the chemical
analysis. A commonly used approach is to create three cages for each station, each
consisting of 50 to 100 individuals. Three cages; each consisting of 100 individuals (5
bags of 20 bivalves each) will be tied to the PVC frames at each site. However, the
final number of individuals is a function of the tissue requirements for the chemical
analyses being performed and the tissue mass of the individual bivalves. For example,
given three cages each consisting of 100 bivalves, the “n” for the effects assessment =

300, and the “n” for the exposure assessment = 3.

All test parameters measured at the end of the test (i.e., whole-animal wet-weight, shell
length, tissue weight, shell weight and possibly, contaminant concentrations in tissues)
will be statistically analyzed. Summary statistics (e.g., mean and standard deviation)
will be calculated for each of these parameters on a station-by-station basis. The
growth<and tissue residue data should be assessed for normality and common
variances before continuing with hypothesis testing. The null hypotheses should be
assessed by conducting an ANOVA, or its non-parametric counterpart. If statistical
differences are found, Dunnetts multiple range test, or its non-parametric counterpart,
should be used to determine which stations are different from the reference(s).

The large “n” and detailed process used to ensure a very close, even size distribution
of bivalves at the start of the test (see Section 11.6) results in a high degree of
statistical power. It is possible to detect statistically significant differences between
reference and test stations at the 0.2 g level what is this?. An environmental
significance, orlikely adverse effect to the community, is expected when both a
statistically significant difference is observed (a = 0.05) and there is a 10 to 25 percent
absolute difference between the test and reference station (need citation here).

The minimum desirable number of cages and organisms per cage should be calculated
from (a) the expected variance within cages, (b) the expected variance between cages,
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and (c) either the maximum acceptable width of the confidence interval on a point
estimate or the minimum difference that is desired to be detectable using hypothesis
testing (30). As the number of cages (that is, experimental units) per station increases,
the number of degrees of freedom increases, and therefore, the width of the confidence
interval on a point estimate decreases, and the power of a significance test increases.

At a minimum, each deployment cage should consist of one frame and five bags. The
separate bags help to subdivide the test animals into similar groups without having one
bag containing all the animals which may become too long and unwieldy. The number
of animals per bag varies depending on the experimental design and the amount of
tissue needed for chemical analyses. If replication for chemical analyses is required,
tissues from all individuals of an cage will be compaosited to form one chemical
replicate.

8.5 Test Duration—The caged bivalve bioassay begins when test organisms are
placed in the water at a particular station. Bivalves should be exposed to site-specific
conditions for a minimum of 30 days. An exposure period of less than 30 days is not
generally recommended, particularly if metals are among the chemicals of concern.
Chemical equilibrium for most chemicals is generally achieved in marine and
freshwater bivalves within a period of approximately 60 - 90 days. However, if both
exposure and effects endpoints are being measured, it may beadvantageous to
continue the test for 60-90 days to facilitate chemical equilibrium and allow adverse
effects like growth an opportunity to.manifest. themselves.

9.0 Apparatus

9.1 Facilities—Sources of water and power and the ability to be protected from rain,
snow, and wind can be of considerable help in sorting the animals at the beginning of
the test and making the appropriate measurements and removing tissues for chemical
analysis at the end of the test. Preparations can be made outdoors, but inclement
weather can interfere with making accurate measurements. The portable analytical
balance is particularly sensitive to winds although some protection can be provided by
a wind barrier such as a lean-to. Making these measurements aboard boats or floating
piers is' not recommended.

9.2 Construction Materials—Equipment and facilities that contact the test water,
sediment, and organisms should not contain substances that can be leached or
dissolved by aqueous solutions in amounts that can adversely affect test organisms or
add to the accumulation in their tissues. In addition, equipment and facilities that
contact test water, sediment, and organisms should be chosen to minimize sorption of
test materials from water. Glass, Type 316 stainless steel, nylon, high-density
polyethylene, polycarbonate and fluorocarbon plastics should be used whenever
possible to minimize dissolution, leaching, and sorption, except that stainless steel
should not be used in saltwater. Concrete and rigid plastics may be used for weights,
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and for cages, but they should be soaked, preferably in flowing seawater, for a week or
more before use (9). Brass, copper, lead, cast iron pipe, galvanized metal, and natural
rubber should not contact water, sediment, or test organisms before, or during the test.

9.3 Deployment Cages

9.3.1 The basic concept behind bivalve cages for field deployments is to
maximize mesh size to maximize water flow to the test animals yet maintain a mesh
size small enough to contain the test animals. Cages should be constructed of non-
toxic materials as specified above and should be allowed to leach as described.
Although many investigators have used non-compartmentalized cages with large
numbers of animals in a clump, a number of studies have shown that such clumping
can affect bioaccumulation and growth. The experimental control is enhanced with
equal exposure to each bivalve and this can be accomplished with compartmentalized
cages so that an accurate record can be maintained on individuals. This also
increases the statistical power of the test, and permits multiple growth measurements
on individuals which can be paired with individuals measurements of tissue residues
although there is usually not sufficient tissue in one animal with standard chemical
analysis.

9.3.2 Cages can be rigid with fixed compartments, as in plastic trays, or they
can be flexible with compartments, aswith mesh tubing attached to a rigid frame
(Figure XX). The most versatile system combines a rigid framework constructed from
Schedule 40 PVC pipe to which flexible mesh bags, created from mesh netting, are
attached. The mesh netting used for these bags is similar to that used in bivalve
aquaculture (i.e., oyster cultch net). The mesh bags are securely fastened to the PVC
frame with knots and/or plastic cable ties (note: do not use cable ties with metal stop).
Individual'compartments in each bag are formed by securing a plastic cable tie around
the mesh material in between individual bivalves. This method facilitates tracking
individuals throughout the test and eliminates the need to mark or notch individuals.
This design maximizes the experimental control of the test by allowing caged animals
to be positioned at almost any point in the water column or on the sediments. Care
should be taken so that the cable ties are not so tight that they constrict the mesh to the
point that it does not allow the shell to open during respiration or to allow for bivalve
respiration during the exposure period.

9.3.3 The final dimensions of the deployment cages depend on the size of the
individual test organisms. Adequate space should be provided in each compartment to
allow test animals to grow during the exposure period. For rigid cages, it is
recommended that the individual compartments be at least twice the actual length,
width, and height of the test animals. Because the flexible mesh is tubular in form
(usually a 6" diameter material is used), it is not necessary to adjust the width/height
dimensions. The length of each compartment in the mesh bag (i.e., the distance
between constricting cable ties) should be approximately twice the length of the
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individual within the compartment. The mesh bag should be long enough to
accommodate the desired number of animals per bag (usually 10 to 20 depending on
length of bivalve) plus sufficient material to allow secure attachment to the PVC frame.
It is recommended that 12" of netting be available on either end of the bag for
attachment. [Example: to accommodate 20 mussels 1" in length, the mesh tube should
be 40" (2 x 20) + 24" (to attach to the PVC frame) = 64"] The PVC frame should be
approximately 2" longer than the space occupied by the bivalves (in this example, a 42"
long frame would be appropriate). The width of the frame should be about2" greater
than the distance occupied by all mesh bags to be attached to the frame when laid
side-by-side (in this example, if 10 mesh bags are to be attached, each being 1" wide,
then the PVC frame should be about 12" wide). (SeeFigure XX for example details)

9.3.4 Deployment cages should be constructed at least one week prior to
initiation of the field study to allow sufficient time for soaking and leaching of volatile
compounds associated with the PVC and the gluing compounds. Drill the PVC pipe
approximately every 9 inches with a 1/4" hole to allow water to enter the pipe and
maintain neutral buoyancy. Do NOT drill corners. The appropriate primer and glue
should be used during construction of the deployment cages.

9.3.5 The final cage design should be appropriate for the environmental
conditions, test duration, and test hypotheses. Table XX summarizes the more
commonly used designs and provides application examples:

Insert Table XX:

Flat cage: suspend from floating piers, deploy directly on sediments

Table design: intertidal areas; legs used to stabilize unit and maintain position in high
energy areas

Box design: mid-water deployments; deploy directly on sediments.

Use of predator/snow-shoe material

10.0 Test Organisms

10.1 Species—The environmental requirements and sensitivity of a prospective test
species of bivalve should be established before it is widely used in field tests. The
sensitivity and bioaccumulation potential of a prospective new test species should be
compared with a reference species such as Mytilus, Crassostrea, Corbicula, Dreissena,
Elliptio, or Rangia before the new species is used in routine field transplants. This is
most commonly established in side-by-side transplants. The tolerance of a test species
to variations in water quality parameters (temperature, salinity, dissolved oxygen, pH)
and sediment characteristics (particle size, organic enrichment, sulfides) should be
established before responses can be ascribed to contaminant effects. Choice of test
species may have to be modified to accommodate conditions at different test sites and
the question that is being asked in the experiment. Test species selection should be
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based on conditions at the natural habitat of the species. The bivalve species to be
used in the field bioassays should be selected on availability, sensitivity to chemicals of
concern, tolerance to site-specific conditions (for example, temperature, salinity, food,
water currents, grain size), and ease of handling in the field. Collectively, these criteria
might dictate selection of a particular species. ldeally, species or genera with wide
geographic distributions should be selected, so that test results can be compared
among different sites and different test conditions. Depending on the particular
question that is being asked, it may be most important to select species that are found,
have been found, or could be found in the assessment area. Species used should be
identified with an appropriate taxonomic key, and identifications'should be verified by a
taxonomic authority. It may be a good idea to conduct a small pilot study to ensure that
the test animals can survive under the particular environmental conditions at a
particular site. Tables XX and XY identify bivalve species previously used in transplant
studies to assess the bioaccumulation and toxicity of contaminated water and sediment,
respectively. The more commonly used species include:

10.1.2 Mytilus sp. is an intertidal bivalve that has been successfully used in
transplant studies since the late 1970's (REF). The sensitivity of this species to
salinities less than 10 g/kg limits its use to testing marine/estuarine areas, but the large
data base that has been developed for the response of Mytilus sp. to a variety of
habitats and chemicals establishes its usefulness as a test species as well as a
reference species for comparing the sensitivity of other species. Species of the genus
Mytilus are widely distributed on the/'West Coasts of North America (REF).

10.1.3 Corbicula fluminea is a freshwater bivalve (clam) that has been used
extensively in field transplants and laboratory studies (REF). Their sediment burrowing
ability, ease of handling, abundance in freshwater environments, and importance as
probable prey (REF) make them good candidates for freshwater environments.
Numerous laboratory studies have also been conducted on this species and several
symposia have been conducted on its biology and ecology.

10.1.4 Elliptio complanata and Anodonta grandis are freshwater unionid mussels
that have been used extensively for monitoring water column and sediment exposures
in northern parts of the US and in Canada. Their burrowing ability, ease of handling,
abundance in freshwater environments, and importance as probable prey (REF) make
them good candidates for freshwater environments. They can be transplanted in the
water column, into test sediments in containers or simply placed in bags on the bottom.
Numerous laboratory studies have also been conducted on these species.

10.1.5 Dreissena polymorpha is a relative newcomer to bivalve field bioassays,
but the rapid proliferation of this nuisance species has rapidly increased the number of
laboratory and field studies that have been conducted on bioaccumulation and growth,
among other things. It this species in particular, and with the others, it is important to
limit unwanted introductions where the species are not already found.
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10.1.6 Macoma nasuta is a marine clam that has been used extensively in
laboratory and field studies to assess bioaccumulation and growth. Itis a
marine/estuarine species that is commonly found in many environments on several
coasts. It has been successfully transplanted in many different areas, and there are a
number of supporting laboratory studies.

10.1.7 Rangia cuneata is an estuarine species that is quite tolerant of freshwater
conditions. It has been used in a number of field transplants as well as laboratory
studies.

10.1.8 Crassostrea sp. has been used extensively in transplant studies in
marine and estuarine studies. Oysters survive and grow better than marine mussels at
lower salinities and accumulate many contaminants such as TBT and copper by about
a factor of two above mussels. They are also more difficultto measure because of the
irregular shell shape.

10.2 Size and Age of Test Organisms— All organisms should be as uniform as
possible in age and size. The age or size class for a particular species should be
chosen so that sensitivity to or bioaccumulation-potential is not affected by state of
maturity or reproduction. It is recommended that specimens in a sub-adult age class
be used because this age class has the greatest potential for growth of somatic tissue,
reproductive tissue, and shell. If adult'specimens are used, the study should not be
conducted during active spawning to preventloss of accumulated lipophilic chemicals.

Shell length should be used to.select bivalves. Shell length (for mussels = longest
axis, generally from the anterior end near the beak to the leading posterior end; for
clams = ) should be determined with vernier calipers. The final size ranged used
in the field study should be based on the maximum number of animals in the minimum
size range. It is recommended that all test animals fall within a 5-mm range in shell
length at the start of the test.

Bivalves can be counted and sorted according to size to determine whether sufficient
numbers have been collected in the appropriate size range. To minimize variability in
bioaccumulation and growth (or other bioeffects measurements), it is more important to
minimize the size range rather than select a particular size. It should be remembered,
however, that there is ‘@ tendency among many bivalves for the smallest animals to
grow at the greatest rates and accumulate the highest concentrations of contaminants.

10.3 Source—All individuals used in a field study should be from the same population,
because different populations of the same species might have different sensitivities to
or bioaccumulation capacities of the same contaminant. Bivalves are usually collected
from wild populations in an uncontaminated area although it may be easier to purchase
species commonly used in aquaculture from field grow-out facilities or laboratory
culture facilities. The advantages of using aquaculture animals is that the genetic and
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environmental history of the test animals is well-documented and the assurances of
being uncontaminated are greater. If animals are collected from the wild (or even
collected from aquaculture) they should be measured for contamination in their tissues,
particularly for the contaminants of concern. Collecting permits for field-collected
bivalves might be required by some local and state agencies.

11.0 Field Procedures

11.1 Collection—Bivalves can be obtained from either natural populations or from
culturing facilities. Natural populations should be sampled with.methods appropriate to
the tidal range. Intertidal populations can be sampled by hand; subtidal populations by
SCUBA or with a small biological dredge or grab. Infaunal bivalves can be separated
from sediment by gentle sieving. Sieves and containers used to collect and transport
bivalves should be marked “live only” and should never be used for working with
formalin or any other toxic materials. Water used for sieving should be at the same
temperature and salinity as bottom water at the collection site. Particular care should
be used when removing mussels from substrates to which they have attached to avoid
damage to the byssal gland. Damage or removal of the byssal gland can lead to
mortality. A knife or scissors should be used to sever the byssal mass and reduce the
possibility of injury.

11.2 Handling—Bivalves should be handled as little as possible. When handling is
necessary, it should be done carefully, gently, and quickly so that organisms are not
unnecessarily stressed. Every effort should be made to maintain bivalves in well-
aerated, flowing water for as long as possible between collection, sorting, and
deployment procedures. When transporting bivalves over great distances that require
extended periods of timeyit is better to' keep them moist and cold than to maintain them
in water that could become stagnant and low in dissolved oxygen. This is best
accomplished by keeping them in moist towels in an ice chest with cooling material.

The care of test organisms should be considered of paramount importance in
conducting the field bioassay. If transport from the collection site to the measurement
facility requires several hours, bivalves should be transported in moist paper, kelp, or
other suitable non-toxic material. They should also be maintained at a temperature
similar to that from which they were collected or slightly lower. Lower temperatures will
reduce their metabolic rate and minimize energy requirements. During the rough sort,
animals should also be kept out of water if sorting will take several hours but again they
should be kept cool and moist. During the final sort when the most accurate weight and
length measurements are taken animals should be completely submerged in water for
at least 10 minutes to allow them to purge air from within their shells. Since the density
of animals has been reduced by this time and the shells have been cleaned it is easier
to maintain them in clean water. Nevertheless, water temperature should be checked
regularly, it is usually a good idea to keep double-plastic bags filled with ice,
particularly in temperate regions if the holding water starts to approach room
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temperature. A rapid rise in temperature of adult organisms close to the spawning
season could even induce spawning which would add another unwanted variable to the
test.

11.3 Holding—Bivalves should be fully acclimated to the test temperature and salinity
by holding them in the laboratory or in the field at conditions most similar to their
deployment conditions. This also accomplishes another purpose in that in larger
studies it is almost impossible to collect, sort, and deploy large numbers of @animals in
the same day. Bivalves should be collected the day before sorting to maximize the
sorting time available during the next day and then the animals can be held overnight
before transport to the deployment sites. Field-collected animals should be held for the
minimum time period before deployment to avoid possible effects from holding either in
field cages or laboratory tanks.

If test organisms are cultured or held for an extended period of time in the laboratory or
at field control sites, the affect of this holding should be compared to that of animals
freshly collected from the field to assure that holding stresses do not affect
bioaccumulation or bioeffects.

During counting and sorting, the temperature of the water containing the bivalves
should be held near or below the temperature at which they were collected, and should
remain close to the holding temperature. The holding containers should be provided
with flowing or aerated water at or near the collection/deployment temperature and
salinity. If changes in temperature and salinity are necessary to bring bivalves from the
collection site conditions to test site conditions, adjustments should be made gradually
to allow the bivalves to acclimate. Infaunal bivalves will usually remain in the holding
sediment until the sorting phase of the test and can be easily retrieved. Supplementary
feeding should not be necessary since the holding period will be minimized in the
laboratory and animals being held in the field will continue to feed.

11.4 Animal Quality—All bivalves used in a test must be of the same species and
acceptable quality. A qualified bivalve taxonomist should be consulted to ensure that
the animals in the test population are all of the same species. This is particularly
important with some freshwater bivalves where species differences may be extremely
difficult to determine based on shell morphology. Even in the genus Mytilus there are
subtle differences that may not be obvious, particularly in areas where the two species
could be found side-by-side.

Although it is extremely difficult to determine healthy animals when the shell is closed,
gaping animals that close very slowly or do not close at all should not be used.
Animals that smell putrefied should be pulled by the valves to determine if they are
really alive. Enough bivalves should be collected to provide at least 20 percent more
individuals than are required for the test.
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Bivalves in holding containers should be checked repeatedly before the initiation of the
test. Dead animals or animals that will not close easily should be discarded and
replaced with some of the “extra animals” collected during the original “rough-sort”
procedure. If greater than 5 percent of the bivalves appear unhealthy during the 48
hours preceding the test, the entire group should be discarded and not used in the test.

11.5 Presort—All bivalves collected will be presorted into 1 mm size groups to
determine the narrowest size range with the maximum number of specimens. All
bivalves in the predetermined sub-adult size class should be initially retained. After the
pre-sort, the number of bivalves per each size category.should be determined. The
minimum range representing the greatest number of animals between X.and Y mm will
be used.

11.6 Distribution— A randomized distribution process (Salazar and Salazar, 1995)
should be used to ensure an even distribution of bivalves across stations based on
size. Once the final size range has been identified, the animals will be remeasured for
length, weighed for the first time, and distributed to.the mesh tubes as shown in Figure
X. All animals in a 1-mm grouping are distributed among the mesh tubes before using
animals from a larger size group. This process.is repeated for the remaining size
groups until the mesh tubes are filled; each station then has approximately the same
number of individuals from the each size‘group.

Prepare the mesh bags that will be used to hold the bivalves during deployment. The
mesh size should be just small enough to retain the bivalves within their “cage” yet
large enough to permit adequate passage of water. .The mesh bags (approximately 6
feet in length) should be knotted 1 foot from the end; an identification tag is attached to
the mesh bag at the knot with a plastic cable tie. ldentification tags should be made of
durable plastic material. A water indelible, permanent marker should be used to label
tags with cage number and bag number: 2—3, indicates Cage 2, Bag #3. Color coded
beads strung through a plastic cable tie and fastened to the mesh bag can also be
used for purposes of identification.

Bivalves must be maintained in water during the measurement and distribution process,
and the temperature must be maintained as close as possible to ambient. In most
temperate latitudes this is accomplished by using plastic bags of ice and monitoring
temperature with an aquarium thermometer that remains in the holding tray. Itis
essential that the bivalves be submerged prior to measurement. They must NOT
contain any air between their valves. Do not use individuals that float, are buoyant at
one end, or do.not close upon stimulation. Bivalves that float contain air which must be
released prior to use. Floating individuals can be transferred to a separate container,
where, if left undisturbed, they will purge the trapped air.

The distribution process is based on bag number; all bags of a common number are
filled at a given time. To initiate the distribution process, gather all bags that have a
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“—1” on the label; there should be one for each cage number. Attach these bags to
the PVC distribution frame in cage number sequence. Using the largest size class first,
randomly take one specimen from the holding container, make sure it is alive and
shells tightly closed, blot excess water from exterior of individual, and measure its
length and weight. Record this data electronically to the Excel spreadsheet created for
summarizing the data. Also record this information manually on the hard copy data
sheets. Drop this individual into the first mesh bag on the distribution rack; affix a 4"
cable tie around the mesh material above this individual; DO NOT OVER-TIGHTEN
THE CABLE TIE, it should only be tight enough to prevent the animal from passing
through. Randomly take another specimen from the holding container and measure its
length and weight. Record data electronically and manually, drop individual into next
mesh tube and affix cable tie. Repeat process until'one individual has been placed into
each mesh tube. Continue adding bivalves, one at a time to mesh tubes, completing
one “row” before another is started. Use the averages generated on the Excel
spreadsheet to compare cages and ensure a close, even distribution. There should be
sufficient space between individuals to permit movement; total space between cable
ties should be about 2X the length of the individual.inside the “compartment.” The
spreadsheet can be customized to keep a running tally of mean weights and lengths to
help identify outliers that could actually be dead with shells stuck together, animals that
have not been purged of air, or animals that do not fit. the norm of the weight length
relationship established for the majority.

Note: use the compartmentalized trays for the bivalves to be sacrificed for the T,, or
initial, chemical measurements. Keep animals in order. At the end of the distribution
process, remove the tissues for chemical analysis (see following section for
procedures).

When all of the “Bags —1" have been filled, knot or cable tie the open end, leaving a
tail length of approximately 1 foot. Place completed bags into cooler lined with ice and
moist paper towels.

Repeat process, until all bags are filled. Sort bags by Cage Number, and using a cable
tie, group these bags together. Transport bivalves to holding area (usually the
reference site) and place in water overnight, or until ready to attach bags to the PVC
cages.

To ensure statistical similarity among stations, an Analysis of Variance (ANOVA) is run
on both length and‘whole-animal wet-weight data. Use the data in Excel spreadsheet,
and the Excel statistical package to conduct an ANOVA. If the means are statistically
different, redistribute test animals to bring eliminate this difference.

11.7 Attachment to PVC Frames—Attach the mesh bags to the PVC frame by knotting
the tail ends of the mesh directly to the PVC. If there is insufficient material to make a
secure knot, use 6" cable ties to firmly attach mesh to the PVC frame. Allow a little
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slack in the mesh bag during attachment; the mesh should not be stretched so tightly
that it restricts bivalve movement. If using a temperature recording devices, which is
highly recommended since they are relatively inexpensive and help quantify one of the
major factors affecting bivalve growth, attach to the frame at this time. If predators are
of concern, wrap the PVC frame with a heavy duty plastic mesh (approximately 2.5 cm
mesh size).

It may be necessary to adjust the length of the mesh bags so that they canbe attached
to the PVC frame without being too taught or too loose. During the attachment process,
slide the cable ties as necessary to increase the over all length of the:-mesh bag without
compromising the space available for each individual(i.e:, do not decrease the space
between animals so that there is insufficient space for them to open their valves during
respiration).

11.8 Deployment—Deploy caged bivalves at sites. Use appropriate weights, anchors,
and line to ensure the cage remains at the desired location.

11.9 Retrieval and End-of-Test Measurements—At each station, the PVC frames will
be returned to the shore where they will be rinsed with site water to remove any foreign
material. The exterior of the shells and the-mesh bags will be wiped with paper towels
if a sheen or other coating is present. Aseparate ice chest lined with ice and moist
paper towels will be used to transport.the bivalves to the processing site.

At the processing site, all bags constitutingan cage will be processed together.
Starting with Bag—1, remove the bivalves, starting at the end of the bag with the plastic
label. Place bivalves into a compartmentalized plastic tray that has been drilled with
holes to allow water circulation. RETAIN ORDER OF Bivalves. Place Bag—?2
individuals in the same tray, starting with individual number 1 of Bag—2 following
individual number 20 of Bag—1. Repeat with remaining bags until all bivalves are
transferred from the mesh bags to the compartmentalized tray. Set this tray of bivalves
into a tub containing clean water. It is essential that the bivalves be submerged prior to
measurement: They must NOT contain any air between their valves. Begin the length
and weight measurements, measuring one individual at a time and recording the data
both electronically and manually. After the individual is measured, place it into a
compartmentalized tray; this tray is not placed in a tub containing clean water. Again,
retain order of individuals. For dead or missing individuals, the cell for that individual
on the Excel spreadsheet is left blank; note on the hard copy data sheets “M” or “D” for
these individuals. It is important to make the distinction between missing and dead for
the percent survival calculations.

After all animals of an care are measured and weighed, begin the tissue removal
process as described above. Shuck the tissues and then weigh the soft tissues for
each individual. Place empty shells, in order, on the foil-lined tray. After all tissues
have been weighed and transferred to the appropriate sample container, weigh each of
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the shells, recording data both electronically and manually to the data sheets. Discard
shells after weight measurements are complete. Additional endpoints could be gained
by measuring the thickness of the shell and relating that to other metrics but this is a
very time-consuming process and may not be very cost-effective.

11.10 Analysis of Tissues for Background Contamination— Analysis of the test
organisms for the contaminants of concern as well as other chemicals to which they
may have been exposed should be conducted. Bivalves may be used without analysis
of chemical concentration if the bivalves are obtained from an area that.is monitored for
chemical contamination and known to be free of toxicants or if the tissues of those
bivalves have been monitored regularly as in culture facilities. “Bivalves from
contaminated areas should not be used in field bioassays unless the experimental
design specifically requires use of that population.’ This is most likely to occur where
the purpose of the study is to rank sites with respect to relative exposure and
bioeffects.

11.11 Collection and Preparation of Bivalve Tissues for Chemical Analysis—All
equipment used in sample collection should be thoroughly cleaned before each sample
(i.e., chemical replicate) is processed. All instruments should be of corrosion resistant
stainless steel, anodized aluminum, or borosilicate glass. If corrosion resistant
stainless steel is unavailable, use regular stainless steel products, carefully checking
gear before each use for signs of rust; pitting, or corrosion. Do not use gear if rust,
pitting, or corrosion is evident. Before each use, all instruments should be cleaned
according to the following process: wash with Alconox, hot tap water rinse,
deionized/distilled water rinse.

Upon retrieval of caged bivalves from the collection site, inspect outside of shells for
sediment; oily sheen, or other debris. ‘While still in their mesh netting, rinse bivalves
several'times with clean water (i.e., the same water to be used for holding bivalves
during growth measurements). If foreign material is still present, blot shells with clean
paper towels to remove.

During tissue collection, the order of bivalves must be maintained; tissue weights are
recorded by individual and will be paired with whole-animal wet-weights and other size
metrics. Use the compartmentalized trays for holding bivalves prior to shucking, and
maintain order after tissues are removed.

It is not necessary to keep bivalves in water once the growth measurements are made.
Therefore, after performing the growth measurements, place bivalves in
compartmentalized trays; do not put these compartmentalized trays in larger tubs
containing water. It may be necessary to use a grid, or other device, to aid in
maintaining order of tissues and shells during the shucking and weighing process.

Cover cutting boards with aluminum foil; rinse work surface of foil with 95% ethanol,
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allow to air dry.

If gloves are worn during the shucking process, ensure that they are powder free.
Wash hands thoroughly with Alconox or replace gloves between chemical replicates.

Take first individual of the chemical replicate and place on covered cutting board. Slide
the knife blade between bivalve shells, severing posterior and anterior adductor
muscles. Spread the shells apart to reveal soft tissues.

If preparing bivalve tissues, it may be necessary to notch the shell prior to inserting
knife blade between bivalve shells. Use a separate knife designated only for the
purposes of shell notching. Be sure that none of this shell material is combined with
the soft tissue material.

Using tip of knife blade, separate tissue from shell, scraping as much of adductor
muscle from points of attachment as possible.

Holding tissues to shell, tip shell to drain excess liquid . (Note: it may be necessary to
use paper towels to dam a work space on the foil-covered cutting board to prevent
bivalve fluids from flooding work area.)

Keep tissues in shell after complete separation. Use shell as a “holding dish” until
tissue weights are made. Place shucked bivalve on a tray lined with aluminum foil,
keeping bivalves in order and sufficient space between individuals to prevent the shell
of one from touching the soft tissue of another. Minimize exposure of tissue to hands,
aluminum foil, and any other surface other than the interior of the specimen’s original
shell.

Repeat process until all bivalves constituting a “chemical replicate” are shucked.

Prepare a weighing pan from aluminum foil, rinse with 95% ethanol, and place on
electronic balance. Tare balance.

Pick up first specimen, and using shucking knife blade tip, slide tissue onto weigh pan.
Allow balance to stabilize. Record weight electronically to Excel spreadsheet and by
hand to hard copy. Tare material on balance.

Continue adding tissues, one at a time, recording weights of each individual. Tare after
each addition.

When all tissues of a “chemical replicate” have been weighed, transfer tissues from
weigh pan to prepared sample jar by gently sliding them off the foil. Tightly cap sample
jar, affix prepared label, and place collected tissues in freezer.
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Discard foil from cutting board and weigh pan. Decon all sampling equipment before
proceeding to next sample.

11.12 Quality Assurance/Quality Control Procedures—The quality assurance/quality
control (QA/QC) procedures for the bivalve measurements will involve remeasuring 5
percent animals These QA/QC measurements are performed during the initial
measurement process. QA/QC length measurements and whole-animal wet-weight
measurements within 5 percent of the original measurements will be considered to be
within acceptable error measurements.

Precision and accuracy are fundamental to obtaining reliable, usable data. Precision is
a measure of the reproducibility among individual measurements under similar
conditions; it is the ability of the same measurements to be made time after time.
Precision is assessed by performing multiple measurements for the parameters. The
following approach will be used to determine the precision of the measurements made
on the individual animals. At test initiation, 5 percent of the bivalves will be
remeasured for shell length and whole animal wet-weight. The remeasuring of animal
length and weight occurs throughout the measurement process as each series of bags
is processed to ensure that all measurements are within the acceptable limits. A 1.0
mm (0.5 mm) variance in length and a 0.5 (£0.25 g) variance in weight are the
recommended limits. If the results of the remeasurements fall outside of these limits,
the previous batch of 100 individuals will be remeasured. The hard copy data sheets
contain a separate row for the QA/QC data. These QA/QC measurements should be
made on the last “row” of bivalves to be entered into a series of bags.

Accuracy is an expression of the degree to which.a measured or computed value
represents the true value; the ability of the measuring device to provide the true value.
The accuracy of the measuring devices will be determined according to the standard
operating procedures for each measuring device. For the balance, this involves
calibrating the instrument with a standard weight (200 g). After every 100
measurements made on the balance, the standard weight will be applied to the
balance. If the balance is off by more than 1 percent (2 g), the balance will be
recalibrated and the previous batch of 100 individuals reweighed. The accuracy of the
calipers will be checked by completely closing the device and recording the displayed
measurement, which should be 0.000 mm. If the caliper displays a value greater than
0.5 mm, the unit will be re-zeroed and the previous batch of 100 individuals
remeasured.

As part of the standard methodology, bivalve weight and length measurements are
recorded both electronically onto a computer disk and by hand into a laboratory
notebook. This serves two purposes: 1) the electronic data are cross-checked later for
accuracy; and 2) as a backup for the electronic record.

The primary procedure used to assess the condition of the test animals is complete
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closure of the shell upon light stimulation. Bivalves that do not completely close their
shells upon movement or light touching of the shell are considered unhealthy and will
not be used in the study. In addition, animals that have broken shells or holes in their
shells will not be used. If, during the measurement and distribution process, individual
bivalves are "floating," these individuals will not be measured and weighed until they
have purged the air trapped between their shells.

11.13 Sample Containers, Handling, and Preservation—Precleaned sample containers
will be purchased from a supplier or provided by the analytical laboratories. Each jar
will be sealed, affixed with a completed label, assigned.a unique tag number, and
stored under appropriate conditions. Sample labels will be made of waterproof material
and will be self-adhering; an indelible pen will be used to fill out.each label. Each
sample label will contain the project number, sample identification, preservation
technique, analyses, date and time of collection, and initials of the person(s) preparing
the sample. A completed sample label will be affixed to each sample container. In
addition, a unique numbered tag will be affixed to each sample container. Tissue
samples will be frozen prior to analysis.

11.14 Logistics—Weather and time of year can-have a major impact of a successful
study. The logistics of obtaining test animals, reaching the field stations, and safely
conducting the study should be carefully'addressed prior to the onset of any field work.
All options for reducing travel time (i.e:, air, boat, or auto travel) should be considered;
the final decision should have a contingency plan to ensure meeting project schedules.

12.0 Ancillary Measurements

12.1 Temperature—Marine and freshwater species should be selected to match the
site-specific temperatures in the area of concern. Ideally, if species are naturally found
in the area or have been found in the area in the past, it is a good indication that
temperature tolerances are appropriate. Since temperature could influence
bioaccumulation and growth, it is important to monitor temperature during the course of
the test using in-situ temperature monitors.

12:2 Food —As with temperature, if indigenous populations of the bivalves of choice
are found in the area of concern, it is a good indication that there is adequate food to
support caged bivalves in the area. Since food could also influence bioaccumulation
and growth, it is'helpful to measure parameters such as chlorophyll a, particulate
organic carbon and suspended solids during the course of the test.

13.0 Acceptability of Test
13.1 Survival of bivalves at the control site during the test is an indication of the health
of the population and other factors. If a mean or greater than 20% mortality occurs in
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the controls, or if individual replicate control mortality values exceed 30%, test results
must be interpreted with caution. Similarly if significant growth is not measured during
the exposure period, it could suggest that animals were unhealthy and the relative
concentration of contaminants should also be interpreted with caution.

13.2 Mean survival among all stations should be 80 percent or greater.
14.0 Interpretation of Results
15.0 Report

15.1. A record of the results of an acceptable caged bivalve exposure and effects test
should include the following information either directly or by reference to existing
publications.

15.1.1 Names of test and investigator(s), name and location of laboratory, and dates of
initiation and termination of test;

15.1.1 Source of test animals, scientific name and-how verified, initial whole-animal
wet-weights, lengths, and estimates of tissue weights as well as end-of-test whole
animal wet-weights, lengths, and estimates of tissue weights. Means, ranges, and
standard deviations of all measurements will be included. Length is measured as the
distance from the tip of the umbo to.the distal valve edge.

15.1.2 Description of the experimental design and cages, including any attached
instrumentation and predator /deterring devices, water depth and depth of cages, the
number of animals per test site, station coordinates, and any other outstanding features
of the area to assist in station-finding.

15.1.3 Mean, range and standard deviation of dissolved oxygen and how it was
measured.

15.1.4 Averages and ranges of the acclimation temperature during the measurement
and distribution process as well as the time spent out of water while in transit to the
measurement location at the beginning of the test and while in transit to the deployment
locations at the beginning and end of the test.

15.1.5 Percentage of test animals that died, showed signs of disease, stress, or other
adverse effects:

15.1.6 Reproductive state of the test animals including degree of gonad development
or if any animals spawned either during the measurement or deployment phases of the
test.
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15.1.7 Description of water, tissue and sediment samples analyzed, and methods used
to obtain, prepare, and store them.

15.1.8. Methods used for, and results (with standard deviations or confidence limits) of,
chemical analyses of water quality and concentration of chemicals in water, sediment,
and tissues, including validation studies and reagent blanks.

15.1.9. Methods used for, and results of, measurements of lipids or fats.

15.1.10 A table of data on concentrations of chemicals (and lipids or fats if available) in
water, sediment, and tissues in sufficient detail to allow independent statistical
analyses.

15.1.11 A table of data on growth rate and survival data in sufficient detail to allow
independent statistical analyses.

15.1.12 Ratio of wet to dry tissue weights to allow more accurate conversions of wet
versus dry weights and provide comparability with other data.

15.1.13 Anything unusual about the test, any deviation from these procedures, and any
other relevant information.

15.1.14 Published reports should contain enough information to clearly identify the
methodology used and the quality of the results.

16.0 Keywords
field bioassay in-situ exposure effects bivalve bioaccumulation growth

17.0 Annexes
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Group 5, Group "n",
Bag 1 Bag 1

Figure 1. Distribution process used to ensure similar sizes of bivalves among
treatments.
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APPENDIX B
TISSUE CHEMISTRY LABORATORY REPORTS



TOTAL MERCURY



EBR ID Number

9TBR135-02
97BR135-03
97BR135-04
$TBR135-05
STBR165-01
97BR185-02
ATBR165-03
S7TBR185-04
ATBR1B5-05
9TBR1856-06
97BR185-07
STBR185-08
STER185-09
STER185-10
9TBR185-11
STBR185-12
97BR186-13
97BR185-14
8TBR185-15
STBR185-16
8TBR185-17
STBR185-18
8TBR185-10
STBR1BS-20
§TBR185-21
87TBR165-22
STBR185-23
9TBR185-24
STBR185-25
STBR185-26
aTeR185-27
97TBR185-28
9TER185-29
97BR185-30
8TBR185-31
97TBR185-32
STER185-23
STBR185-34
9TBR186-35
97BR185-36
STBR1BS-2T
STBR185-38
97TBR185-39
STBR165-40
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BRL Date Summary Batch #: 97-258
Analyte: Hy
Matris: biota, Tl Prep. Data: BranaT
Eathod: BR-0OO2 Analysis Dale: ivamy
QA RESULTS
Cafibration Data
Imitial Calibration
(1] Pa
100 174
500 841 Comr. Cosf,;  0,8583
2500 L4177 Calip. Cosl,;  0.5990
TEO0 12284 RS0 1.7% _
Calibration Wesilcalion
kot P mas. p) % recowery
530 25 104, 8%
Q0 & 1085.3%
500 £33 106, 6%
Cortifed Roferance Matorial
D units Knman measursd 9 recovery
DORM-2 ugly 464 4.51 67.3%
Method Blanks
o refblank
KE-1 0,140
Malnx Spike Recovery
] urls Ko measured % recovery
BTER1EG-0MMS ngfy - 405 445 91.2%
Meatihod Duplicato
Mative Duplicata Averagea RPD
D ngg (wel)  ngfg(wel)  nofg (wet) %
BTBR185401 155 133 144 15.3%
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BRL Data Summary Batch #: 97-258
Analyte: Hg
Matrix: biota, fillar Prap. Date:
KMethod: ER-0002 Analysis Date:
SAMPLE RESULTS
BRL Result Result
Sample |D uglg (wet) % solids ugfg (dry)
HTER135-02 0,159 15.0% 1.06
BTER135-03 0,258 15.5% 1.66
gTER135-04 0,204 15.3% 1.34
gTER135-05 0,149 15.0% 0,283
BTER185-01 0,155 15.0% 1.03
STER185D1 0133 15.0% 0,887
S7ER185-02 0.124 16.7% 0.782
ETER185-03 0.110 16.3% 0675
ETER1BS04 0111 16.4% 0678
ETER1BSD5 0128 15.4% 0,830
ETER185-06 0126 14.6% 0862
ETER1B50T 0,143 14.0% 1.02
E7ER185-08 0,160 15.6% 1.038
OYER185-00 0113 14.7% 0.771
OTER185-10 0132 16.1% 0.877
OTER185-11 0.141 16.1% 0.eaz
OTBR186-12 0.178 14.2%5 1.28
BTBR185-13 0,151 15.2% 0.e95
ETER1B5-14 0,159 16.2% 0,881
STER185-15 0475 14.5% 1.21
rugifilter

BTER135-01 0,718

B-3
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L Dath Sty Batch #: 97-258
Analyte: Hg
Matrix: biota, filter Prep. Dato: |aeT
Method: BR-0002 Analysis Data: 1002097
QA RESULTS
Calibration Dala
initial Calibration
M P
100 178
500 841 Cor. Coef.:  0.8999
2500 4177 Calib, Coaf.:  0.5580
7500 12284 RSD: 1.T%
Calibration Verfication
known pa meas, pg % recoveny
500 525 104 8%
500 531 106.3%
500 £33 106.6%
Ceartified Referance Matarial
] units K measured % recovery
DORM-2 ughg 4 64 451 q7.3%
Method Blanks
D ng/olank
MB-1 0.140
Matrix Spike Rocovaery
([0} units Known measured % recovery
O7BR18501MS g - -489 445 91.2%
Method Duplicate
Mative Duplicate Average RPD
D ngfg (wet)  nofg (wet)  ngfg (wet) %
9TBR18501 1585 133 144 16.3%
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BRL Data Summary Batch #: 87-259
Analyt: Hg
Mabrlx: bloba Prep, Dale, 105387
Meihvwod: BR-DO02 Analysis Dade; 1NTAET
QA RESULTS
Calibvation Data
Initial Catibration
PO Pa
100 184
B0 BrE Cor, Conf ;. 0.6599
2500 43065 Calib, Coef.: 0.5857
B0 13278 RS0 200
Calibration Verfication
known pa meas. pg % recovery
&0 &g 103,65
00 87 103 4%
500 58 105,65
Certified Reforance Mataral
0 Lnils Knosn measeed % recovery
DORM-2 uyig 484 462 £9.6%
Melhod Blanks
[[8] ngitilank
WB-1 0,181

Matrix Spike Recovery
10 [T k3 Frrwm m&asured i recowery
OTERIBSTME gl -488 540 110.8%

Method Duplicats
Duplicale  Average RFD
%

Madive
o rgfg (wet)  npfg (wet)  ngig (wet)
ETER185-17 128 128 128 0.2%
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BRL Data Summary Batch #: 97-260
Amalyte: Hyg
Matrix: bicta, filler Prep. Date: 10787
Methed: DR-0002 Analysls Datp: 10/8ET
SAMPLE RESULTS
BRL Result Resull
Sample ID  ugig(wel) Sosclids  ugfg(dry)  Cualifier
O7ER185-36 0149 17.4% O.EER
B7ER 18537 0,105 16,95 E44
S7ER185-38 0,130 17.2% QLE1D
H7RR185-35 0115 168,5% EGT
BYBR185-40 0,188 15.4% 1.08
B7BR185-40 0.135 15.4% O.ETT o
nafiier
BTBER185-41 1.61
BTBR185-42 0,342
QA RESULTS
Calibration Data
Initial Calibration
21| P&
100 178
500 BYD Coer. Coal.: 1.0000
2500 4178 Calit. Coafl.; 0.5683
7500 12501 Ral: 2.0%
Calibralion Vedilcation
krenat p meas. pg % recovery
500 518 103.0%
&00 BOE 104.0%
500 526 105.2%
Certifiod Roferance Matardal
I units Kinown maasred ¥ reotnery
CORM-2 ugfg 4 64 451 3%
Method Blanks
[n] ngilank
MB-1 ER R
MB-2Z o122
Matix Spike Recovary
i units Korinsn maasured % recovery
STER185-40ME nga 485 520 07.0%
Method Duplicats
Hative Duplicata Avaraie RPD
o i (wot) il (wet) gl (wet) %
G7BR1AS-40 168 135 152 21.8%
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BRL Data Summary Batch #: 97-261
Analyte: Hy
Maalrine: wWaalsr (hamagsniration Bani] Prep. Dala: w247
ktethod: EPAIE3N Anglyzls Data: Ar25aT
SAMPLE RESULTS
BRL Rasull
Sample ID gL Cualifier  ngfequipment rinse
ETBR165-43 0.14 T 0.035
GTBR165-44 0.05 K. 0012
BTBR1B5-45 0.04 K 0.020
QA RESULTS
Calbration Data
Indliad Calibration
[l P&
=0 By
100 174
500 817 Ienwsld. recoveny:  107%
2500 4045 Colib, Gocf.: 06023
8000 13128 RED:  3.0%
Calibration Verdflcation
krcnan pg meas. pg % recoveny
500 483 BEEY
500 453 B8.6%
Cartified Reference Matodal -
[[¥] units Krnawn measured % recovery
1641c ngfL* T35 685 B45%
"after BRL dilution
Method Blanks
o ridank
MB-1 0,015
Matrix Splie Recovery and Precision - ofher cienis’ sampies
[n] wsnits Hrnonan measwad % rocoveory
B7BR1T3-D1ME ngeL 200 18.8 £4.5%
BYBR1TI0IMED o 10.8 1.5 8 5%
Average:  B6.5%
RPD:  41%
BTER1TT-06ME rgfl 20.0 0.7 103.5%
BTER1TT-05MSD ngi. 19,8 0.0 101,05
Average:  102.3%
RED:  24%

B-/
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BRL Data Summary Batch #: 97-247 oisk 160
Analyte: MMHg
Matrix: water fhemegsniztion blans) Prep, Date: LT a s
Kethod: BR-0O11 Aralysis Dale; el bt
SAMPLE RESULTS
BEL Fesull
Sample 1D gl Creafiior  nglequipment rinse
ATER 18543 G042 T 0.041
BTER1B5-44 0,003 1 K 0001
aTaR 18546 QU083 T 0.0
QA RESULTS
Calibration Data
Initial Calibeation
B Ph
& 33
10 &7
50 247 Cor. Coafl.: 099098
100 525 Callb. Coef.. 0.1788
&0 2e87 RED:  10.1%
Cafibration \acfication
krvaTl P mess, pg Yo recoveny
£0.0 44,6 BO.2%
500 £2.1 104.3%
50.0 50.3 100, T4
50,0 453 B0.6%%
0.0 457 B3.5%
80,0 £5.4 11008%
500 458 81.7%
Muothod Blanks
o ngiL
ME-1 Q.013
ME-2 o3t

B-9
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BRL Data Summary Batch #: 97-255
Analyte: MMHg
Matriz: Hoka Prep. Date: SRNET
Method: BR-0O11 Analysis Date:  1001/87
SAMPLE RESULTS
BRL Resull Resuil
Sample 1D upfg(wel) %soids  uplgidy)  Qualifier

OTBR135-02 0.0400 15.0% 0.267
OTBR135-03 0.0378 15.6% 0.243
ETBR135-04 0.0410 15.3% 0.260
ETBR135-05 0.0382 15.0% 0.255
STRR 18501 0.0185 15, 0% 0,123
ETBR185-02 0.0158 15.7% 0.102
ETBR185-02 0.0188 15.7% 0.121 ¥
9TBR185-03 0.0163 16.3% 0.100
GTBER185-04 0.0185 16.4% 0.113
BTBR185-05 00235 15.4% 0.153
O7TBR18506  0.0180 14.6% 0.138
STBR185-07 g.0211 14.0% 0.151
S7BR185-08 0.0184 15.6% 0.124
STBR185-0%9 0.0113 14.7% 0.0771
9TBR185-10 0.0140 15.1% 0.0830
BIBR185-11 0231 15.1% 0153
STBR185-12 0.0278 14.2% 0.187
STBR185-13 0.0273 15.2% 0.180
GTER185-14 0.0264 10.2% 0.157
B7BER1B5-15 o.e217 14.6% 0.148
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BRL Data Summary Batch #: 087-255
Analyte: MMHg
Blatrbe: bota Prep. Date: AT
Methed:; BR-0011 FAoalysis Date: 1imaT
QA RESULTS
Calibration Data
Inifia! Calibralion
Bl P
10 &5 Corr. Conf + 00008
50 260 Cality, Coaf: 01733
100 553 RSD: 6 8%
500 3142
1000 GEE
Calibration Vedicalion
known pg meas. pg %
54 432 £5.3%
&0 435 E7.08
&0 44 4 &8 T4
Gaertiffed Refergnoe Matanal
[i] Lindts Firiman measred % recovery
DORM-2 ugfg 4,47 3,43 TE.6%
Method Blanks
L[] Faas, fg
ME=1 0,58
Matrix Splke Recovary
[u] urits - Krean rreasured % re0oVEery
BTER185-02MS naf e52 856 100%
Mathod Duplicata
Mative Duplicale Averags RPFD
L[¥] ngfp (wel]  npf(vel)  npfo (eet) L]

ErER18502 %8 168 7.4 17.2%

B-11



Batch #: 97-256

BRL Data Summary
Analyte: MMHg
Mairi: biola
Method: BRO3{1
SAMPLE RESULTS
BRL Result
Sample 1D uglg (wet)

OTBR1ES-16 00220
BTBR1E5-16 00274
ATBR165-17 0.0186
OTBR165-18 00202
O7TBR185-18 0.0158
BTER165-20 U017
GBTBR1685-21 00246
BTBR185-22 00228
OTBR185-23 o224
OTER185-24 Duozat
GTER185-25 0uo200
BTER185-26 DuO193
HTER185-27 ouozaz2
OTBR185-28 D.0328
ETER185-20 QuO273
STBR185-30 0.0283
STBR185-31 0.,0229
YTER1E5-32 0.0237
OTBR1ES-33 0.0227
HTER1ES-34 0.e219
HTBRI165-34 00267

%% solids
14, 4%
14.4%
15.0%
15.0%
15.0%
14.5%
15.5%
15.06%
16.1%
16.1%;
14,654
15.5%:
16.5%
14,79
16.9%
16.1%
16.0%
16.2%
16.1%
15. 7%
14.4%

Frop. Date:
Analysiz Date:

Riesadl
L (dry)
0.201
0.180
ER BB
0,135
0.105
2121
a.159
0,140
o137
0143
0,134
0,125
0T
0223
0.162
0.i7e
0.143
0148
0.141
0.139
0,785

102487
10mma7

Chalifier
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BRL Data Summary Batch #: 97-256
Analyte: MMHg
Maotrize blota Frop, Data: 10T
Mothod: ER-0011 Analysls Date: ousaT
QA RESULTS
Calibrartiaon Data
Initial Calibration
(i8] BA
10 ] Com. Coef: 00945
50 283 Calib. Coaf.: 01818
100 &55 RS5O 4. 8%
00 2780
1000 000
Calibration Verification
kv g meas. pg % recovery
20 548 109.6%
&0 533 106.6%
50 509 101.8%
Cortiffed Raforence Malerial
[n] units Foreown moameed % recoeory
DORM-2 ugfg 44T 4,30 85.1%
Maothod Blanks
[ MBS, M
ME-1 Q.80
Malrix Spike Recovery
[[n} units . Ervowin measured %% recovery
STER 1851805 g 896 112.0 112%
Mathod Duplicate
Mative  Duplicata  Aversge RPD
ID g peet)  ngR i) ngig heet) %
STER 185-18 20.0 274 202 5%



116

BRL Data Summary Batch#: 97-257
Analyte: MMHg
Malrx; Hola Prep. Date: 2T
Melnod: BR-D011 Analysis Date: Q2587
SAMPLE RESULTS
ERL Feasull Fesull
Samgple ID uplg (wel) % solids ug (dry) Qualifier
OTBR185-35 00183 17.4% 0,105
STBR1EG-1E 00192 17.4% 0111 D
STBR18EIT Qoae7 16.8% 0.116
STER 185-38 00ATE 17.2% 0.103
ETER165-30 0.0141 16.5% 0.0E55
STER1EL=LD 00149 15.4% QuOses
QA RESULTS
Calibration Data
Iritial Calibeation
1] P
] 3z
10 a7 Cowr. Coel Queas
£0 204 Calib, Coef.: QL1844
100 531 RE0: B.6%
&0 2350
1000 4580
Calibration Vedficallon
ke i Fbls, ] % FECOVEry
&0 456 81.5%
Cortified Reforonco Material
[w] umilts - K measured Yo recoviery
DORM-2 ugig 4.47 3z T2 0%
DORM-2 upfa 4.47 3.23 TE3%
Mothed Blanks
o meas. ng
MB-1 =1
MB-2 =1
Matrix Splke Recovery
{8 uriits Kricwn misasered % recovony
STBR185-36ME Ly 1)1 ] 8.9 953 " O
Maothead Duplicats
Mativa Dupdicale Average RPD &
D npfp (wel}  nofg wet)  nofg (wet) %
STER180-36 i8.3 182 8.8 4.8%
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BRL Data Summary Bateh #: 97-271

Analyta: MMHg
Matrix: filters Prep. Date:. 10777
Method: BR-0011 Analysls Date: 1007

SAMPLE RESULTS

BRL Resad|
Sample 10 ngfilter Cualifier
STBR135-01 D147
BTOR185-41 000481
GTER185-42 000801

QA RESULTS
Calibration Data
Initial Calibration
o P
10 54 Cor, Coel.: 08990
&0 253 Calib. Coel.:  0.178
800 2820 RSD: 7.0%
1000 g118
Callbration Veriflcaticn
knavn pg meas. pg % recovery
&0 45.9 81.8%
S0 47.0 B4.0%
Certiffed Reference Materal
o unils Frvoen meaired Yo recoleny
IAEA-355 rglg 5.46 5.40 68 8%
LAEA-266 g E.46 6.82 106.6%
Mathod Blanks
L[] pyl=ampe
ME-1 0.7
Me-2 14

Method Duplicats -other chanl's Sampla
Malive Dupdicats AN BIaE RPD
10 ngfp (wet]  npfg (wet) gl (wet) %
STER1BT-13 0320 0.2a2 0.306 B
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BRL Data Summary Batch #: 97-273
Analyte: Pb
Mot blota Prop, Dade:
Malhvod: EFA 2008 Analysls Dale!
SAMPLE RESULTS
BRL Rasult Rasadl
Sample 10 uaf (wat) % solids uglp (dry)
STBR135-02 <005 165.0%% =033
BTBR135-02 <005 15.0% <033
STER135-03 0,00 15.5% 0.026
ATER135-04 <. 05 15.3% <33
87TBR135-05 .03 15.0% 0.620
G7BR185-01 0.230 15.0% 1.52
aBTER185402 0.354 16.7% 226
BTBR185-03 0,180 16.3% 1.17
HIBR18504 0144 16.4% ETE
BTER 18505 0120 15.4% 0T
STBR 18500 0.0810 14.6% 0,554
HSIBR18507T 0180 14.0% 1,30
aroR105-0a8 0270 16.6% 1.73
QTER185-00 0130 14. 7% Q.EBT
arER1B5-10 0,153 161% 0687
BTER1ES-11 0220 15.1% 1.45
HTER185-12 0,810 14. 3% 18
H7ER185-13 0420 15.2% 2T
BTBR185-14 0150 16.2% 08525
ETBR185-15 0.130 14.5% 0.895
ughilter Qualifier

OTER 13504 <0.3 U

B-17
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SR Sy Batch # 97-273
Analyte: Ph
Matrisz bloia Prop, Cate:
Method: EPA 2000 Analysis Cate:
QA RESULTS
Calibration Data
Inilinl Calibrstion
ugiL Atsarbance
Q =0, 001
& 0013 Cour. Coal.;
10 0,027 Slope;
25 0.060 Iriercept:
50 0.118
100 0.228
Calibralion Verification
Krown uu.rl. meas. ugil Yo recovery
358 &7.0%
-l.tl 3609 B2 3%
40 34.1 B0, 3%
#0 5.6 #1.5%
Cortified Reference Malenal
| ¥ unils Hinicwean measured
ERA 6070 uglL G6.0 64.8
TORT-1 uglg 10.4 13.0
*1:2 dillion of 132 ugfL cerlified concentration
Mothod Blanks
D maas. ugl
LRB-1 <1
LR8-2 |
Hﬂﬁ:&p-’keﬁmw
units g MeasUned
'EI-?EREE-'.'I-EME wg 2.37 2.33
Method Duplicate .
Nalive Duplicale Average
i ugly (vl wpfg el ugfp (wel)
GTER 13502 =0,08 =005 =005

LY EEE

QEsRT
107R7

0.98987TT
i0. 03
0.002

082
125.0%

% FECDVENY
£8.5%



BRL Data Summary

Batch #: 097-274

Analyte: Pb
Matrix: biota
Method: EPA 2009

SAMPLE RESULTS

BRL
Sample I
OTER1B5-10
BTER1ES-16
07BR185-17
o7BR185-18
BTER185-10
STRR185-20
BTBR185-21
BTBR185-22
O7BR185-23
OTER185-24
G7TBR185-25
STBR185-26
OTER185-2Y
CTER185-28
S7TER185-29
YTHR1B5-30
S7BR185-31
S7TBR 18532
aTBR185-23
S7BR185-34
O7BR185-25

Foesull
Lagfg (wet)
0.110
0114
o460
0148
0,138
0227
0,140
0.138
0160
0.158
Q.10
0.128
0.132
0.154
0072
0130
0233
ouaz
o113
0128
o080

% solids
14, 4%
14,45
16.0%,
15.0%
15.0%5
14_5%
15.5%
16.6%
16.1%
16.1%
14.8%
15.5%
16.5%
14. 7%
16.5%
16, 1%
16.0%
16.2%
16, 1%
15.7%
1445

Prep. Date:
Analysis Date:

Result
upg (dry)
0,704
0, rad
1.07
0.873
0,520
1587
0.803
0.872
0.834
0.948
0805
0.826
0.800
1.05
0.426
0.e07
1.40
0.558
0,702
Haz2
0625

BrEaraT
00T

Gualifier
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BRL Data Summary Batch #: 97-274
Analyte: P
halriz: blota Priap, Dale, granaT
Mecthod: ERA 2005 Analysis Date: 104087
Q4 RESULTS
Callbration Data
Indtind Calibration
gL Abhsorfancs
o 0,000
& 0013 Coer. Coel.:  0.99205
10 0.025 Slopa: 00024
25 0,053 Irercapl: i0.001
50 0124
100 0243
Calibration Vedlication
Ko gl meas, ugil % recovery
0 8.8 B7.3%
40 0.0 BO.5%
A 2.7 £9.3%
40 350 BT.E%  ‘“ropoursd and reanalyred
40 - - 055
Certiffed Referanco Material
ic Lits Kreawn measmred % recovery
ERA, 9370° ugiL 65 65.4 09,1%
TORT- uwfg 10,4 133 128%
*1:2 diludion of 132 g/l cerlifiod concenlralion
Method Blanks
10 meas. ugl
LRB-1 <]
. LRB-2 =1
I alrix Spllke Recovery
W] s Kniown measured % recovery
87BR185-16MS uglg 2 45 251 102 4%
Method Duplicate
Native  Duplicate Average RPD
1D ugfg (wet)  ugfg(weat)  ugip (wel) %
STER185-18 o1 0114 0112 T 3.6%
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GRL Daw Summery Batch # 97-275
Analyts: Pb
kaln=: blola Prep. Dale: 10/8/87
Wethod: EPA 2000 Analysls Date: 10132067
SAMPLE RESULTS
BRL Rasul Femull
Sample ID ugfg (wal) % sofids wg {dry) Ceualifier
HTER 18535 OLCED 17.4% 0,460 T
BTER1ES535 ouoTo 17.4% .402 T.0O
HTBR185-AT 0112 16, 5% 0,653 T
GBTER 185348 Q120 17.2% 0,598 T
BTBR18533 0,145 16.5% 08789 T
STER185-40 0120 15.4%; 0.7 T
upfiiter  Qualifier
STER185-41 <03 1)
STBR185-42 .3 U
w3l Cualifier  upfeqspment fAnse

STBR18543 <i u <,25
GTER1B5-44 =1 u 4,25
GTER1E5-45 <1 u .26
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BRL Data Summary Batch #: 97-275
Analyts: Ph
Mabrix: biota Prop. Dafo:
Mothod: EPA 2000 Analysis D